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( ^^Tamibody recog-zing a novel transmembrane matrix metal.oprotease po.ypep.ide [MT4-MMP(2)] which has a phy ologxal 
activity digram from N&MMP reported hitherto; preventives, diagnostics and remedies for 

rheumatoid arthritis, asthma, autoimmune diseases and atopic dermatms wh.ch contain the above "?^"^^ fi ^™^ 
MT4-MMP(2) inhibitor or activator by using the above antibody, etc. An antibody rccogn.ztng a novel human and mouse transmembrane 
polypeptide MT5-MMP which has a physiological activity; preventives diagnost.es and remedtes for vanou 
tosses such £ arthrosis deformans, rheumatoid arthritis, asthma, autoimmune diseases, atoptc dermat.us brain fa.lure such as cerebral 
S and Al^e!m^s disease which contain the above antibody; a method for screening an MT5-MMP inhibitor or aenvator by using me 
above antibody, etc. 



(57)£ffi 



^/clfMIIST h U v97>*9U7U7*7—t£#V - K (MT4-MM 

SJ:tfKtt#*JB^fcMT4-MMP (2) OHM^Sttfl:*©** U 
*9H)10)*2«)Bflfi. £a»CStt%J*^fct h«J:CfT*^ ,0 *f* 



a e r?r«aiw 

AM T**-T 

AT JT- * M T 

au 

AZ 7* v-r> 

HA ^^T-^7,ift 

BQ /</W/<K* 

B F. 

0 f 7***7" ' 77 y 

8 J 

BR "ffsfi' 

8 Y *< j#i — •> 

c a 

CF ?*7 7!lfl 

cc 3>*- 
CH 

CI 3— K i/tffT— /w 

CM ■m-t^"> 

C N «P(S 

C R a * * • V # 

CL' — 

C Y *7*o * 

C Z f - * v a 

DE K-fy 

OK 



DM 


K5=» 


KZ 


EE 




LC 


ES 




L 1 


F 1 




LK 


FR 




LR 


C A 




LS 


C B 




LT 


CD 




LI' 


G E 




L V 


CH 


#—r 


MA 


CM 




MC 


CN 




MD 


CW 




MG 


CR 


4F5f V-r 


MK 


HR 






HU 




ML 


I D 


-f > K*->7 


MN 


1 E 




MR 


I L 




MW 


1 N 


-f >K 


MX 


I S 




NE 


1 T 


!>7 


N L 


J P 


BX 


NO 


KE 




N Z 


KG 




P L 


K P 




PT 


KR 


OS 


RO 



H+f7*fs RU 

t>h>i>i/T SD 

!itt>y 3 ^^> SE 

;* y ■ ? ^» sc 

y -< y t si 

uyF SK 

y SL 
SN 

7K7V7 SZ 

? a TD 
TG 

-^7/^75/t- TZ 
•rtKr7Ba-^5^7 TM 

*fcj<B TR 

-7 y TT 

^ > 3" A- U A 

*-^s7 UC 

>*->3 UZ 

= VN 

/—A"?*— ZA 

• ZW 
* — 7 > K 

yl--rs7 



c->7 
7. 

^0^7*7 

9 s*-T 
hA"7 / =.X9 s 

h/^3 

J. 'J K ■ h/<3- 

xs 

i77 y tj^ws 



WO00/1880S PCT/JP99/05350 

m m m 
a « # » 

» * a « 

-5) A«BB*U"C^«. 

CtiS-CMMP s.fcL*Ctt. IBRS^yt-t' (MM P — 1 ). 
A (MMP-2). t'7ft-t'B (MMP-9).. ^hn^7-f'».l (MM P 
-3), 7MJ7-f» (MMP-7). &*#zyY1—e (MMP- 8), 7. h 
d/9-TS/>2 (MMP - 1 0). *hn>7-f*>3 (MM P — 1 1 ). 
Xv**~ bf (MMP - 1 2), 3 7yt-t'3 (MMP - 1 3). BSSjIMMM 
P - 1 (MT 1 -MMPJtliMMP- 1 4). HHillJMMP- 2 (MT2-M 
MPfcfcttMMP - 1 5). jg&HilMMMP- 3 (MT3-MMP*fettMMP- 
1 6). KH5ISMMP-4 (MT4-MMPS/:(iMMP- 1 7) «**M3tt 

(S 42,2386(1997)]. ' tl^©MMP s Ji77 5 'J 

*U ^MMPIiI*WCN-*SS70^yfKK^X M-f 

MM p_7 f;fc -t:{iA,*/<*'>>»j|ii»*«H^-f vtt^e^. KSaa-cJi. 
* >M*X« H > -r >© C - SMCBM H * -f > t . Mrt H * 1" 
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\L h M T 4 -MM Piate^lgateSEK&S^tPuente : Cancer Research, 56. 

944 (1996)], mig&Tnt&mmiii-immffifemmfr'SZftx&ht. ^:mm 

P IzmM U ft K * -f % * J££SS?'J 4 * ^ T-o & t L T £ nfc igfi 
fto-C. fcae*{±MT4-MMPSS±ftfc:J-Kl/T^5i:f±#*. 

— 2f. SJgttB8M©ft#*-*»'' > "CMT 1 -MMP<7)jg£^{£it£ttT^6C 
i:^ (Am. J. Pathol., 151. 245 (1997)]. fc£*p&££JSKM&SlliL#0>fi 
lA©gfli:MMPi»*15&Ci:* CJ. Immunol., 156, 1 (1996)], MMPfif 
m&B$.*¥ffi1rZZ£ (Eur. J. Pharmacol., 341.. 105 (1998)). MMPEI§ 

m&nmmm<Dfe% (b*r^b, 102,270(1998)] c^-eisiti^ 
42.2386(1997)). MMPisi^Mffitt4t.o;i:^§$nt 

(SCRIP, 2349 , 20 (1998)]. 

set-. MT4-MMp»ajt*i-ieaL-c, &&Lm<Dm7&£&w-r&&* i &z> 

SttCfg^^txT^-SMT 4 — MMP (Cancer Research, 56, 944 (1996)) ii. 
frmmW. 1 ©lilt «*«#tf*lT^*MT4-MMPfctt*«cU, £g 
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MT4-MMP (2) £1&-T ^ 1 1 £6) & ISfSI" h fnft. 

ffF&. fl?&. IfiMSSik. ail, Idffi. ftJKzftff. 

/:MT4-MMP (2) ofitl^iSttfticx? 'J -s>^«4!l«ti : 
t c * 5 . 

Cfls-JitffiSJC. Wife. Wife. JJ?ife. ttflRttft, fiM. S&m. 

f§ HJ3 © go ^ 

*r«&JE0MT 4 -MMP 4 -MMP (2) i: IBffcTS) £j|W£L. 

U ^ ^ f - H % S»-t * fit* 4 * w i: «; J: U *fB W «: * 5 ^> ^ • 

MPtt^Ct. #ffl^i|flfJ8IJtilSlMMP3&«#4-r*i:0»a©*^«**W* 

sp*>. **i»JiWT (i) ~ (20) km-*-*. 

( 1 ) ssfjg^ i attorn y»£5ij*><bfc6/i*y Kssa-rsi/tfr. 

(2) ±E (1) E*©#y*7*K©*"*"*7'3 y»E5>J«-*i^"C 1 * L < tt 
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(3) E5"J#^2gaife07 5 y»Efl*»fe&*#y *7*KfcB»-fr$fiif*. 

(4) ±e (3) <a**y ^7-^ K£>#-f S7? y&ss^fc^-t i $ o< liSfi 

yDf 7— fc'S& & # * £ U * 7f- H £ EKT 5 fit*. 

(5) |£? l J#- 5 §-51B$£<D7 5 y»E?ia^&6#y *7?-KfeEIBT5flt#. 

(6) ±E (5) Ett©#y KO*t6 7 5 ^ KE|iJ(C v>T 1 t, U< l£ 

* a 7 o f 7 - if Ste € jK U * 7* K B»1- * 

(7) IB?iJ#^6 1B$lt£>7 5 y HE*(l*»6fc S# 'J *7f - Kfc B!81*€> Sift. 

(8) ±E (7) E*©#y^7'^-KO*-fS7 5 y&EJ'Ji-fcv^T 1 t L < (4 

^D7"Df7- -tf gtt *"f £ ;i« 'J * H £ BUT * fit*. 

(9) ±E ( 1 ) &h (8) 0^i*n*»CE«tO»t*ftffl^S-i:fc»«4:1"*' 
±E (1) *>h (8) ©^-rn*»CE«0#y^7f-K«)5tfi^WttiiJ&. 

(10) * &KtK&^ tttttt*JHI«fcfi 

IB (9) IB$fccoftg^6*Jlfc£il?£. 

( 1 1 ) ±E ( 1 ) &b (8) ^rft*MCEftOttfcfcJl^'*i 
5. ±E (1) *»5> (8) ©^rn*»CE*©Ji<y*7f-K0fc£5*«£Si£. 

d2) fts^6*j^ss* s , m^m^ffi, &&&mm&m. tt»tt»ft*«fc£ 

fit#&. »S«Li»{b^SftfeJ*. 9i^^>70'vf^>^. 
ftSiffl^Sfcitf-y^ K-f y f- ELISA &*>fc»littSfca^ttt*iiii£"0**. ± 
IB ( 1 1 ) tm<DfL%.¥#}%.%L&* 

I 1 3) ±E ( 1 ) (4) 0^rn*'{:Eii«flt#«:»-r*. «»ttBB8S 
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( l 4) ±E ( l ) frb (4) 0^Ttta»i;gBtt<o#'J*7f- K 416^1" s ana 
i:&f£OTi: £&®£i±. ±E (D (4) ©^Tna^EttroJftftfefi!^ 

( 1 5) ±E ( 1 ) *»5> (4) 0^rnjW;E*©#lM7f-Kfc*SM*»i:fc"' 

±e (i) (4) <D^?n&iztm<Dtii#i> i ®# l )*7?F',zm 
(16) ±e (14) d5) Ett©#ire#'9nfcfl:*i*«:a*rr«. 

S. flfc^ffi. *JHtt^a, HS»*^ff 5 ft«Si6. Wife, * 

i*&..ttjK&fL am*. nmftm, 

(1 7) ±E (5)'*><b (8) 0^m*»{lE«©fit*% SEJ^ttKIS 
ft. ttttHtf'J *A, gaMEf. 7M^-tt«J»*. 

&J»&, Jft€£. 4illtt*t>3S*. «S8HIl=#3fc8££. 

n&Mii-fb, ant*. k«m. aM©^^? 
(is) ±e (5) 4^ (8) ©^-rn*»^E«©#y<^H%^s-rsffliifi 

t*»K»i; ±E (5) A»f> (8) ©^-rti^KEWWf/tttfeE^ 
(19) ±E (5) (8) fljv> Wi:E«0* U H H«*ttfii: 4 

Stt$i±. ±E (5) *><b (8) ©^-rn^cEttcfitfr^K^'J^^Hce 
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(2 0) ±IS (1 8) tfttt. (19) Et^at'flbn/ift^^^Wti, 

iit; mmmt. en, ittn. aniaus. f&mmm. a«® 
?tisit;#-5ife€. is#<pb$mm. 7^ v y^-CT-^, rn&rn. $%&mk£.. 

illl M^*MT4-MMP (2) ?U-i-jlstii#(D&fcftg&Z*^f~ 
ELISASfC i U«g^m-e^^MT4-MMP (2) /\^^^r^>« 
S$^h*^-T> [H4 , V'>7.MT4-MMP (2)], *B§sf§§! t hMTl-MMP^ 

^^->>«ii^® K^f > (n^t bMTi-MMP) M*i§®ftgescK*i"r 

SKM2560~KM2565<D£l£1$gte£Jf'</c. 

1112^, jftT?7.MT4-MMP (2) t 7 ^ D -^-;l/M#<7)g;j£1tgft 5: ^ L tz 
®-C'&Z. -?l^^>yD7f^>^i:J: U*Hgfg3iV?7.MT4-MMP (2) 

MTl-MMP^^^>>&JfiLS^$KpW> (Hl^k: hMTl-MMP) £.tf*Bil 
^HetI«-r5KM2560~KM2565S.t>*^^=5r'7KU ?U-i-)\,fc& (IgGiSfr) 

H3li. HhMT4-MMP(2) ^MLtC O S - 1 MOftg&feK «k Sfc 
til^^L/hlli'efeS. t h MT4-MMP (2) '&B?mACO 

S- 1 IfflB&tlftTSffiT^XNT^-MMP (2) €y?D-^;Hft# (KM2561. 
KM2562) (aS^te*!^-. Mf^3>hD-;«tUt,WiC0S 
- 1 ajS&t) f ***f--f ^=3 >h n-;UiJift£ LTKM1764 (7-vMgG2a) £/8 
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||4(1 £5 M h MT4-MMP ( 2 ) CD^ifi & a* L /cl2"C'* 5 . £ 

ftfit#?£f-<£ 'J. kl h MT4-MMP ( 2 ) #A COS - iafii:»t5fii 

V>7. MT4-MMP'(2) ?U-i-)V$ifc (KM2561. KM2562) ©SiSttfe 

*#r-r y^hD-iHititiiicos- 1 ansae/* tfx-r 

7n > ho-^t LT KM1764 h IgG2a) fcfll^fc. ttNttttAK. 

mm (fli-h) ^m^^js. *fc^a»i3>hD-^ (kmi764 mm), mm* 

*zJV □ — : j-frftfr (KM2561. KM2562) 5.8&i<n*9 — > 
@5&, ^x^^-V^Dyf-f >^i:i6thMT4-MMP (2) £>&£B*:^L 

/cit-i,^. vQa'rtU—yto-v-yfto (tttt^TSMbifc) £sds-page (t.5%7 

^.U;U7 5 F) CttU fitV?*MT4-MMP (2) * J V D-*;H/t#KM2561 
^ffl^^x^^vya^yf-fV^^fTo/:. (^rtVt.ATCC* i 'bl»A) f* 

U937 [ t h Hlffi^B (human histiocytic lymphoma) ) . THP-1 ( t h (human 
monocyte)] . Jurkat ( t: h&ttTlffll&SJliUS (human acute T cell leukemia)) 

II 6 {±. k hMT 5 -MMP hT^XMT 5 - MM P ©7 5 J BE?>J i: t FM 
T 1 - MMP,MT2-MMP.MT3-MMP4etfi:HhMT4-MMP(2) 

kbli^Diggtt (kilobase pairs)£^T. 

mi lifitk h MT5-MMP # 'J ^n-^fitflt©Ri61**ttfe^bfcBI'C**. 
EUSAftCiU. *SK-e**<b*« 1. 2&t/4K*fTS lotl&tflot2<OE 

H 8 lifitk h MT5-MMP ? n— ■*-;utttM)KfE1*Jlttfe3*l'fclS"C*S. 
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ELISA SsJ- i 'J . ^SK"C**5(b^ftl5C«'-r5 KM2645~KM2655 ©SJfcte 
Jktf&&M'0i!>&<t&to3 CttVs KM2656-KM2661 CO £ ffi £ B * . -& 

IT, KM2645~KM2655tf>JS£&'fll£ ! $) 5 fc. KM2656-KM2661 ©tl^liib 

1 9 li^X7>^>yD7f-f ±6 k h MT5-MMP Otftifc^JR 0 
HIT'S) -5. COS - 1 IBAlin&fttt (H4 1 COS-l), kh MT4-MMP (2) 3& 

fiACo s - i nn^TiSftffi (m* mt4-mmp/cos-i) b mts-mmp 
ae^fcAco s - i suBnTftfttt- (ta* mts-mmp/cos-i) 4 sds-page 

(7.5% 7 9 y A- 7 ^ K) KfflOfc. Stth MT5-MMP ?;^D-t^S* 
KM2655. KM2658, 3 > h ° — to £ l> "Cfit FLAG ^ y ? □ — ^-Afit#. fit. 
MT4-MMP J 9 U — KM2561. Ttf*IgGl, 7 V h IgGl ^ 

friSCiiJ, t hMT 5 -MMPiSte^gACO S - 1 ffflfl§ (0«f MTS-MMP /COS- 

l) stfMCOS - i Kffliatc^-fSfitt: hMTS-MMP*/ (it£ 

mZ <k Uft^fcKM2 6 4 8MKM2 6 5 2) CO£ffr&£ B^fc. &I*«£*BI 

;Uflt#;& MT5-MMPK££ 0 4 <^ * n —*-;Hft# (iitG-CSF»«** 7 * n - 
^;t/ffiftKM511) 

mi 1 Iia3tmflc&^«fc*t M*T5-MMPOttdJi|g*€:^bfciaT**5. Mftfit 
flcS-CiU. t: hMT 5-MMPitfie?i*XC0 S- 1 £B& (@*MT5-MMP/C0S- 

i) Miaicos - i ttft K*t-r satis: hMTS-MMP^ey 9u-+)Vfofr (its 

iJf#e>ft*:KM2 6 5 3. KM 2 6 5 4&t/KM 2 6 5 5) ©SiSffifeil 
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mi 2 izmynKfrmi-kz m hMT5-MMP<D&£Mii$:^L£ia-c&s. &%tK 

#i£fCctU, t hMT 5 -MMP££?#ACO S - 1 SfflflS (H^MTS-MMP/COS- 

i) Rtfm^c o s - i laasirtt-f &}5it hMTs-MMp^y ?u--)-)\<$k& «t£ 

®5 J:Ut#bti/hKM 2 6 5 8) <D£j&££ P^/i. «*i4fil8S&&. 

3 > h n—jitfifc tit, MT5-MMP(zSit>L^^^e y ?o-^-;H/[# 

(fitG-CSFESfr^y ?D-^;!/ffiftKM511) feffl^fc." 

USUI'S £<ft<D^?g 
ril iff at "7 h U V?** jr □7 f nf-7--tr'MT 4 -MM P (2) RtfMT5- 
■SDN AOI&ff 

(1) cDNA7-f^r'J-g)ff8i 

cdnah77 y-^ms/^i:. asjfc»iB£fc«±fi*.fc »x±rna 

£RNA£f83gT5#£i: Lt, ***7>K^7=$»- h "J 7;WD»S 
ty-5AS (Methods in Enzymology, 154. 3 (1987)). iltt^7- % >*>f-*'>7- 
^-f. . 7l y- ;u . ^dd*;UA (AGPC) (Analytical Biochemistry, 162, 
156 (1987). USSE^ 9, 1937 (1991)] ^fcffii^S C S. 
lRNA*»t»#'J (A) 'RN'Afc U-CmRNA^IHIg-rS^Si: UT, ^ 'J =f 
(dT) a^-fk-tr^n— 7>777 Aj£ (Molecular Cloning, A Laboratory Manual, 
Second Edition, Cold Spring Harbor Laboratory Press (1989); 
7- ?0--=.>y m2J{Si:SS-r) ^'J^dTyf'^^SS^^fii MB 
#5* SUTO 8 r»»M¥$Sl7n h 3-;Uj3!iHtt48-5ZK.Nucleic Acids Res., 
Symposium Series, 19.61(1988)] t?£ J8 d t tf"0# S. 

77-7. h • h^-y? • mRNAli+'V K (Fast Track mRNA Isolation Kit 
; -f > tf> n ->'i > (Invitrogen) tt«). 9 -1 "J 9 ' 7l/-;7-mRNA»S* 
•y h (Quick Prep mRNA Purification Kit ; 7 7^7 '> 7 (Pharmacia) <ff 
£>*-y h&l^tlft^aii^IgmRNA^iHtSCiit-t-tS. 
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MT4-MMP (2) <Dt%-£tZ&. iglft&JBlB&.fcftttlti: r-**- 
**c>JlihSnfcMT4 -MMPfcn- KtfiDNAflJE S Tf^tint^fc 
cDNA7^7'J-OiS^. »7^7 'J-4«fS1-SfcOCffliVc» 

M T 5 — MM P COiHo" f- tt, affl*«fl&*fcli«»i:UT. SS^WHfc 

f^n/:iRNAi)S^limRNA?:ll\ fltffill J: U c D N A y -f 77 U - 

Current Protocols in Molecular Biology, John Wiley & Sons (1987-1997) (&, 
T*l/>b ^Dha-^X > «U#37- -'W*DS' , -J:et). DNA 
Cloning l: Core Techniques, A Practical Approach, Second Edition, Oxford 
University Press (l995)«KEttSn*i#ffi, **l.MirMR0*V K 
-/W^^ijyh • 777 5 K • ->7.^A ■ 7#- • c DNA • 7 
y K • ^77.5 H • :7 O — — > 7 (Superscript PI asm id System for cDNA Synthesis 
and Plasmid Cloning ; ¥73 BR L (Gibco BRL) ttft] W'^-cDNA • 
i/>t'>7, • *y h (ZAP-cDNA Synthesis Kit. 7 h 7 3? V— >ttSJ 41^-5 

c DNA7-f 77 U -%ff»-rSfed6»0^o-=>^^*-i:LT(i, *S§ 

■ki 2**"esir*»"c*6.fc0-c*ntf. 77-^^*- 777.5^ 

*{*«{-{£. ZAP Express (7. h 7 * S>->ttS v Strategies, 5, 58 (1992) 
). pBluescript II SK(+) (Nucleic Acids Research, 17, 9494 (1989)], Lambda 
ZAP II (7. h5*S/->tfcS). AgtlO. A.gtll (DNA Cloning, A Practical 
Approach, J., 49 (1985)), A TriplEx (^D->f*^a»), AExCell (77^ 
T'>7tt»), PT7T318U (7 7^.75/7ttS). PcD2 (Mo I. Cell. Biol., 3, 280 
(1983)). pUCl 8 (Gene. 33, 103 (1985)). pAMo (J. Biol. Chera. , 268, 
22782-22787 (1993). giJ£pAMoPRC3Sc (^¥05-336963)) S?£ifctf S w ttfX" 
*6. ' 
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mi-WH^t Utll jcfllB Escherichia col i 5f»£^~C&*Ug^1 Jr *l 
d fc**T**6. ftf*B*M-l±, Escherichia col i XLl-Blue MRF' (7.^7 
Si/— W±£J. Strategies 5. 81 (1992)). Escherichia col i C600 (Genetics. 39. 
440 (1954)). Escherichia col i Y1088 (Science, 222. 778 (1983)). Escherichia 
coli Y1090 (Science, 222, 778 (1983)). Escherichia col i NM522 (J. Mol. Biol., 
166 , 1 (1983)). Escherichia coli K802 (J. Mol. Biol.. 16. 118 (1966)). 
Escherichia col i JM105 (Gene, 38, 275 (1985)). Escheri chia col i SOLRTMStrain 
(X h =7 Si/'- l/ttSH. Escherichia coli LE392(^£ U*3.y- SU-~yS' Jg 
2SS) f&f^SCt^t'tS. 

7frI5<Dc DNA7-f ^7 V-t^X, Su-y=rv S%i. 7-f7fy^yx 
>^Mif©tb, v>77>. -7-yh. 9-9-^«a*©*H»c DNA7^ 

( 2 ) frOTfl*' U * ^f: H 3 - H 1 5 D N A (POT 

±1E (1) -OflsHiL^c DNA^-f^'J-i'J, ^gejcDDNAfcWf 5 c 

- • y; *y -tr-^a >ts**w>{*^7-^ • /wru^tf-fHyS't 

7D-^iLtli. MT4-MMP (2) Oti^J-ti, -»««>*»C4o-C^ 
5MT4 -MMP fen- K"f SDNA<DiggIEJ'JKg<<V-;t , ; rf2? I/tt^ 

mm-rzz. tifix-m, ttz. mts-mmp^cii mt3-mmp&3 

±E^g«lJ:'J»e>*ifc. lttfc1"S*D-:/J:'J. ±i£<£>#j£-CmRNA£ 
JR»U cDNA4p^t5. 

c>^{C^oT^-51SSgS? l Jf-S^^^77'l'^-X-PC RSrfr? 5" -RACE (rap id 
amplification of cDNA ends) t> «fc tf 3' -RACE (Proc. Nat 1 . Acad. Sc i . USA 85. 
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8998 (1988)) IZ «fc 'J . 7 7 -f t -Kffl ^feEWJ: 'J t» 5' Mfc «fc 3' igH<7) c 
»5>nfc cD NA»f#*o& 4: K J: cDNA^UIItS 

SjaaE5»J*«r»ffi, fiUAtf"9->*'-(Sanger)c>0'>'T**'>iS (Proc. Natl. 
Acad. Sci. USA, 74. 5463 (1977)) **l»M4^ — • XJt/T-tt (Perkin Elmer 
: 3 7 3 A • DNA'>-^x>it-). 7 7^7->7tt. 5-f 37 (LI-COR) *±1£ 
©J&SE^ffrSSafcffl^TtfW-rs - 1- J: U 

*f6 W © # U * 7if K % 3 - H 1" 6 7V Aafe-?0*»EyJ fe BUTT 5 K 
(4. afltO*fefrDNA^D-Wbi£«:ffl^Swi:*i'C-t5 (?l/*i7- 
-->7 «2K). 

IP*>/ ##gsjl<D#y ^7f- K*J6&lv"Ci^$JBIft. T&*>*>, MT4-MMP 
(2) <73i#-&C!i. MAfi^lM h^CTHP- IMS. MT5-MMP0) 
i^tfJg^p^if, OSftfi*DNA«:l!BI**-etllfl;U. &wm*iY\ 

±Ece^rW»*n, &gEJ>J<D&££*t/ k cDNAB?fttft7o-7i: 
'j - ft 7. ^ y -.=. y h Z £ (C «fc ij , (D X 'J a 7?- K ft a - K ? -5 7V 

Aite^ft^-rs^D->ft^-rsc . 

K^n->fe.ffl^-C. ±i£ ©#?£{- J: U7V Aafi^oaUHWJfcifcJSTS:: 
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#f,nfe*«EW©ffatt»-BBL"Ctt, BLAST ffl)fiittftS7D^7A«:ffl 
Pt. GenBank. EMBL *> i tf DDBJ «c K ©JftafiEWx-^ £&^T3 d t {I 

t-(Dh FASTA. 7^A1f-f (FrameSearch) £<0*BEH£t**7 , n?'7 Afcffl' 
^T. GenPept. ?IR. Swiss-Prot & £"CD7 5 7 &E?!Jt-**-7. fcfc^-fS 3. 

gi^ffi«:J: , JS|g$^:lf«iSSE5 l J4tt5MT4-MMP (2) % 3 - 
KtSDNAtLT, EJiJM3*fc{iEW«4-ca*tiSEI<J%* 

1" 6 D N A ^ £ $> tf 5 Z £ & -C f S . 

E5lI##3T-«Sn5Ja«E9 l J*»'b J &:SDNA«:Wi"*7*7^5 KfcOTtt 
P mMT4/pBSSK 4 . E*l## 4t««ft* i£gE?'J J&»<bfc$DNAfc*-fS7'7*3 
K t L T l£phMT4/pBS II KS fc * If 5 w i: A*T* £ * . 

77^5 KpmMT4/pBSSKfc£*r1"6*li§S Escherichia cojj. pmMT4/pBSSK(£. 
PERM B.P- 6 5 2 8fclt, 7* 7 7. 5 KpMfT4/pBSIIKSfc£*f S*»B 
Escherichia col i phMT4/pBSIIKSte, FERM BP- 6 5 3 0 kltf* 1 0 
^9£2 5Btttt-CI*a«R£*lM*S#W«?ff. B*a3c«*^<«ip 
^1 jglf 3§ 305-8566) C3FIE£*VCv x 5. 

K43-Kt5DNAfclt. A «. , I2?<J#^ 7 * liEfl 8t-^n5 

pmMT5/pBSSK£ . EfJ#f 8 tlS«EW*^ *S D N A 4*1" £7*7 7. S 

KfcUT(iphMT5/pGEM£&lfSwfc**"t-#£. 

77^5 h-pmMT5/pBSSKfe^#f Escherichia coh. pmMT5/pBSSKf±, 

FERM BP- 6 5 2 9 ilUT < 7*7 * 5 KphMT5/pGEMfe£*r1"S*»ffi 
Escherichia co I i phMT5/pGEMI£. FERM B P - 6 5 3 l t UT^ric l 0 9 
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t 

TS l#3^ (§l$M%305-8566) iC^lt;* nT^-S. 
[2 1 7 S U -y^T.^ ^□^□t7— tf^U^y^KcoaS 

( i ) HMM^iSH 

NA (J6lT*f8W©DNAi:v^) £fc£ifflje#T:-&&S-e6fc«)K&. 

/ w * o t- iHs $ ntzxm * m ^ s z t **-c.# s . 

^©fiji* 5 Wl:, #gBj3<£DNA£S5¥T-#S&E{:7'n^-*-£# ; frl/T 

OTIi, 011*. #. PKK233-2 ( 7 7^f7tt»). PSE280 K> 
£ h x > ) . pGEMEX- 1(70^*' ( Promega) tt») , pQE-8 7 Y > (QI AGEN) 
4t»]. PKYP10 (9$BRBB 58-110600), pKYP200 (Agric. Biol. Chem. , 48, 669 (1984)], 
pLSAl (Agric. Biol. Chem., 53. 277 (1989)], pGELl (Proc. Natl. Acad. Sci. 
USA, 82, 4306 (1985)]. pBluescript II SK(-) (* h 7 * '>*->&&). pGEX (7 
7^7y7ltg). PET-3 (y/^>*x>tt») ff&fctfSCfctf-C**. 

tttfl**»fc5t,0-cij:V\ 0»J*«, trp^D*-*- (Ptrp). lac 
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-. PL 70^-*-. PR 70^ — . T7 yot-^-ffl^I^yr-v 

nii^toyot-^- spoi yo^e-*-, SP02 ya^-*-. penp 70 

^ -S-m^h\ii> Z ttf-C'ZZ. ttz Ptrp fc2 0KJI]$-t£fc7n*-*- 
(Ptrpx2). tac7o^-*-. lacT7 let i yo^c-^-tDi 

\J tfV-Aijg^E^Ji: U*Cte, $/W (Shine-Dalgarno) E^J 4: 

IBiftn'K>4:OIBI&aS4:S« (flJAJi 6 ~ 1 8 Jfig) KHS&Ufc:^* 5 W£ , 

S^jWflSt l/"C{±, xi/i'Jfc7l, t7f7l. ^f^^l. 

CJg'9~'5'$t£$K 0>J*.l£, Escherichia col i XLl-Blue, Escherichia col i XL2- 
Blue, Escherichia coli DHL Escherichia col i MC1000. Escherichia col i KY3276 
Escherichia col i W1485, Escherichia col i JM109, Escherichia col i HB101, 
Escherichia col i No. 49. Escherichia coli W3110, Escherichia coH NY49, 
Serratia f icaria , Serratia fonticola , Serratia 1 iquefaciens , Serratia 
marcescens . Bacillus subtil is . Bacillus amvlol iquefaciens , B rev i bacterium 
ammmohiagenes , B rev i bacterium immariophi lum ATCC 14068, Brevibacter ium 
saccharolyticum ATCC 14066, Corynebacterium glutamicum ATCC 13032, 
Corynebacterium glutamicum ATCC14067, Corynebacterium glutamicum ATCC13869 
. Co rynebac te r i urn ace t oac i doph i 1 urn ATCC 13870, Microbacterium ammoniaphi lum 
ATCC15354, Pseudomonas sp. D-Ol lO^ft *tf £ Z t S. 

us.®*.*? * -omxismt u-az. ±E»£»»^DNAft»Ai-*£iro 
h n « n $ m ^ s z t # . m * t> * v v a -r * > ft ffi ^ s tfroc. 

Natl. Acad. Sci. USA, 69, 2110 (1972)], -?ah7?Zh& (WHB 63-248394), 
h OtK1/->'3 >i£(Gene, .17. 107 (1982). Molecular & General. Genetics, 
168. HI (1979)) »ft*tf*;fc*<"Ct*. 
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(ATCC37115). YEp24 (ATCC37051). YCp50 (ATCC37419). pHS19. pHS!5#£ffl^ 

m^~ct>£<. m&&. PHosya^-^-. PGxyot-^-. gap -fu^-s 

— , ADH yo^-^-, gal 1 yo^ — . gal 10 yo^-^- t:-h'>3 
•y h'yo*-^- MFal yDt-^- CUP 1 ^Ot-^-fC 

£ $> If S C i: frXg, Saccharomyces cerevisiae . 

Sch i zosaccharomyces pombe , Kluyveromyces lactis . Trichosporon pul lulans , 

Schwann iomyces alluvius , Pichia pastoris ^ £ & if 5 3. t tfX' # 5. 

fnfeffl^SIt^'t't, xi/^ hD^lz-yaVS [Methods in 

Enzymology, 194, 182 (1990)], 77iD7 J 7^ h?£(Proc. Natl. Acad. Sci. USA, 
81, 4889 (1984)). MUf-'yAS (Journal of Bacteriology, 153. 163 (1983)) 

i&MI&£ft£i:U-C;B^-5Ji£CI£, f§gt^2-£ U-C..0iJ*.(;f, pAGE107 
(#^¥ 3-22979. Cytotechnology, 3, 133 (1990)). pAS3-3 (#$¥ 2-227075), 
PCDM8 (Nature, 329, 840 (1987)), pcD N A I/Amp (-T > k: h O ^>'x >*±SO, pR£P4 
(•Y > t: h O S/x >ttSe)» pAGE103 (Journal of Biochemistry, 101. 1307 (1987)) 

dfc^-Ct, -y--f h * *'o>y-i';i/7. (CMV) CD I E (immediate early) 

sse^coyn^-*-, s V4 o©fliJB^p*-^-*s^ji^ 3? D^^-^-f y 
cD^n^E — , u b hT.fr-fu^ — 9— , k— h'>a -y ^^nt- £ — . 
SRaynt-^-^HIfSZ^t'ti. t h CM VcD I E'&B?<D 
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Smmmt LTJi. HhOiBt'*5t7^ (Namalwa) HEK293 MAS 

(ATCC: CRL-1573). ^^OlBJfi-C** * COS SfflflS. f- + f • ^A** 

fi-C*S CH0«Jfi..HBTS637 (ft BR Hi 63-299) *tf S ^ t ft. 

(Cytotechnology, 3. 133 (1990)). U >K*;l/->* AS mSB¥ 2-227075). 
iJ#7i^'>3>S (Proc. Natl. Acad. Sci. USA, 84. 7413 (1987). Virology, 
52. 456 (1973)) 9fe*lf5:i:* J t'tS. 

g$ Jfflia^li^ i: UTffi i.*SJ§£l~ti, fiHAlf Baculovirus Expression 
Vectors, A Laboratory Manual, W. H. Freeman and Company, New York (1992), 
t)U> h ■ 7n r-n;i/Xl ~3 8. Bio Technology, 6, 47 (1988)*PKlB*fc£tt 

&*afl& {-Sift $ -e, # U H * -tt* ^ i: * S "C #5. 

i^acij^tffit^nsigfi^A^^^-tL-cii. 0.1 p vli392, 

PVL1393. pBlueBacIII ( t * C-f > k* h □ *>'x >&K) & If * 3. t **"C £ S. 

(Autographa californica nuclear polyhedrosis virus) Sfcffii^S 1 fc* s "C* 

fflflSfc L/T fi. Spodoptera frugiperda ft) ffi Hlffl fl§ ~C & 5 Sf9. Sf21 
(Baculovirus Expression Vectors, -A Laboratory Manual (1992)). Trichoplusia 
rn_(09mm&X'$>Z High 5 (f >t: h □ ->*x Z. ^T't 5. 

(^^¥ 2-227075). 'J/K7x^^3 >j£ (Proc. Natl. Acad. Sci. USA, 84, 7413 
(1987)) :t* J t-t5. 



17 



WO 00/18805 



PCT/JP99/0S3S0 



ttinSft/sutf K&»5w fc*<"C*tS. 

(2) 

*ofl!io*«*fl:^«, attfe, fcx**, gax**. 3->*f- 

Mttl 5~40WJ:<, JSmna. l*16-9 6»Btf*S. ig**.P 
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Hii3. o~9. oti&&-tz. pH(oisd mm^tzit^mom. r^au 

y D ^ _ ^ _ l, -c §§gft 7" □ ^ - 2 - £ M ^ £ ? 9 -XBg.&te L 

tzm£® £ s 1 1 k fcfc. i; x -f > x a — 9— * t-^io L 1 t, 

fcJg*T*i:*Ktt-f V7'ot:;u-/3 -D h £7 ^> K^fc, t r 

P yD*-^-4ffip /c^m^ 7 *-X'M%m& L-tzWLg.® % i§*-r s 1 1 k t* 

ffl£*lT<< N -5 RPMIl640 tgJ& (The Journal of the American Medical Association, 
199, 519 (1967)), Eagle © MEM if & (Science, 122. 501 (1952)), DMEM tgJft 
(Virology, 8, 396 (1959)), 199 (Proceeding of the Society for the 

Biological Medicine. 73, 1 (1950)) 3>ft&Ztihmmz*teft&mmi®tiUs 

tztgi&mtfi^zz.t&X'Z?). 

-SSpH6~8. 30~40r. 5%CO,ffST»©*frTt*l- 
7HlBfT^. 

&&mfo*mziiLx®hntzMmn&ft*%m*z%&*^'c&> 

ffl£*lT^-5 TNM-FH (77-5 >'>'x> (Pharmingen) ifcSi] . Sf-900 II SFM 
• y n^-XftSO, ExCelUOO, ExCell405 C^-ftife JRH /W 
7j-9--f x>'>— X(JRH Biosciences) ttR), Grace's Insect Medium (Nature, 195, 
788 (1962)) f4ffl^4Ii:A^*5. 

ISpH6~7. 2 5~ 3 O'CfC^ftTt- 1 ~5 BIBtf^. 

«fc<.\ 
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(3) %%3ttfe;Kl)*7>K(P»lia» 

IBB J: «; EMZUzK^lgfKf^i-^/^^m. 8«iK»4l. 7l/>*7* 

uX, vvhv^uv^ Wf-. *y y ^ «fc u»Jft*»»c, & 

las&jfi as ft % » -s . nmmmm & ft * a & #srr s z * k * u » ^ *ifc±» *» <b .' 

«jS«{C«kSai8i£. d-t77D-^ ->'lfA7 5.7lf^ (DEAE) -ir77 
□ DIAIONHPA-75 (Sgft^ftSO » l^>*> feB^fcJi-f D7 h 

S-Sepharose FF (77^V'>7aS) f©l/'>'>S:ffl^:B-f* 
>£gl7 D7 h — j£. 7f^t7'7°-^, 7i-;i/t7 7D-7.f(D 

<f;f^-^D7h^77-f-i£, ^D?h7*-*'»^S, ^H.&H^&iiJ 

*^aj^^U^7'^H*S^(i^WM^0^W(D^^^^fiS^(:^^^ti/i 
-TSCfcCfcU ^r»ttB4J;«:«H»L. ttRTSttB»*»*>. ±IBfclsai©#*l»R 



20 



WO 00/18805 



PCT/JP99/05350 



jim). tBoc s ( t -7*f-;M-#S'#;i'iK=A'B) WtfMfc^£/&i£t-£^'C^ 

JS-fSwfc^t?**. 7 h*/<>* h ■ ^Ar7 2 (Advanced ChemTech) ft, 

;S-#> • x;i/7-&. 7 7^v->7tt. 7dx^ > ■ =r>7 JuV- ■ -f >7 h 
? ;U ^ > h (Protein Technology Instrument) & . *> > -fe "fc ;U • # 
(Synthecell-Vega) tt. — t7*xf 7 (PerSeptive) a. ftfcMftflfT*©*?' 

[_3j »%Hflg)d<u^7^Kfesa-r6fitfrg)ais 
( i ) smBM£*2±l£BM> 

^WJ^^fHS^-KtS cDNA ££frfgm^7?-£±fE [ 2] CE 

»8t6:i:t.t't5. tl h MT 4 —MM P (2) fcSvMifc hMT 5 - 

MMPgSM©gP^§B? l J«:^t-5^7'^ h***7*f-K£jS«-J: Uf§5. 

stMSP#^ t> k * u -c i*, 5~3o »«a*o« z 
■caa-rsfcR****. afMi*±3aR«iiic**"*"**# tt « Kyte h 

Doolittle <»1im • ■ /<-r*n<>*- (Journal of 

Molecular Biology), 157- 105-132 (1982)] fcif(=J:.y. «*tt©*^»#EW 



21 



WO 00/18805 



PCT/JP99/05350 



SC^^y^ K»i-«tt&«ffi. 0ffl^7^ K£j££fc<fctf*tt<b«:i8:i:*&*£ 
*>-ttS£ffi. *fc(i-tnc»nqii;s^rfti:J:-aT#jsR-r5Cfc*«T-t* [if-* 

77 -f7\ 7&V*STss /W $ 1 # (The Peptides, 

Analysis, Synthesis, Biology, vol. 1). xja^ h • 7*D7> (Erhard Gross) 
&&XfB/^y ■ 7-f >/7>-y 77— (Johannes Meinhofer) £L 7*f? 7 7 • 7 
1/7. (Academic Press), 1979 *. '£ 2 # 1980 I 3 I 1981 * ; *7-^ 

K^j«©a»fc*ii. «Mft*^. 1985 ^ ; mmm&omm. % 14 #. 

*7^K££. fcfij£iJl£te. *Ji|»0. 1991* ; -r a** ■ 

• ;t7 • *77-f K • 7 > K • Xo-r-f > • U X — f- (International Journal 
of Peptide Protein Research). 35, 161 (1990)). 
Sfc. gift^7f K^ISI^5:J:fct-n. *X5 1 K£j£*8f-«i:S*X 

(Applied Biosystems, Inc., USA, ABI ttfcl&flrtS) *Xf- K*J«(i. 

7h'^>7.h • ^Af7^?±S! (Advanced ChemTech Inc., USA, ACT fti: 

ft N°-Fmoc-7^ ;8*4^tt N a -Boc-7 ^ </ \ ^tt-£**i#-£/&Xn 

7* 7 a (-^ o t mm-r s z t **-c § « . 

»^7 f T % K©S»'i:«:5«a7 5 yHfe-fcCffifltaffiJi. ABI ft. ftfcfifl* 
Br. Hfi-fb^ (1*). • /W^TAtt (NovaBiochem), igafl:^ (80. ACT it, 
£/il£*X^KW£m (») 7X**"y7*t (Ana Spec) ^frb 6 C 
■et*. SB#/<Xf-K<0fflCiBi:&SfiiH7 5 7BL &a*T$K. 

(If • *X*-TX, 77-U^Ts, /W/l-O^*-. HI l # (The 

Peptides, Analysis. Synthesis, Biology, vol. 1). ■ Xd7 (Erhard 

Gross) feiCf3A>-7'f>/t'y77- (Johannes Me inhofer) If, 7*f5 u ; 
7 • XU7. (Academic Press). 1979 *. 31 2 g 1980 ff 3 # 1981 * ; 
^^H^*©««i:*ll. £M{i5fcf>. 3fc». l985 ^;^E^a D B ^^^. ft 14 
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«. ^7>K£J&. £ArSBJ3Ete. *JH»0. 1991 ^ ; >*-^> a ^ ; v 
+ _ ■ ■ ^y^-f K • 7>H • ^Of-f > • 'J — ( International 
Journal of Peptide Protein Research), 35, 161 (1990)). 

K*4M(fttB**?tttt JMS-HXllOAfeffl^FABffiJCJ: UfflS-TS. 
7 5 J&ft%r& Bidlingraeyer.B.A.^[^»-^-;U • ir 7' • 9 O 7 h ^7 7 -f - 
(Journal of Chromatography). 336 *, 93 K (1984 *) ]©££4fl§^$; 

Waters Accq Tag 7 5 y K^*ffh"C'^«rT5. 

(2) #u?n-7-;Hft#<PSgi 

±SE C2] *S^I± [3] ( 1 ) {-iEtt<D^r?£{-«fc UIX»U/r*^HJ(D#>J^7 
f-KO±*. »#*7**-KfflS«.Su *fcti±K [3] (1) CE«Otr»CJ:U 

Sttttfc UT. 7"9-*\ 7=¥, 3-2 0a^fl7-yh. 77*. ^AT. 

i*ffiI!Ctf)®-^fif±»]$J 1 ESfcU 5 0~ 1 0 0 u g**#*Lv\ 

^T'f 1 Kfc**r>#-f •'^S'T^Xteyhole limpet 

haemocyanin)^4^nyn7U >«s®*r 'J 7M6 K#*M*3itfcfc0*flt« 

Ci: (»*ftffiiW^S (ELISAffi) : E«KfJ 1976^. 

Antibodies-A Laboratory Manual, Cold Spring Harbor Laboratory Press (1988) 
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^<7AC1 =fc&i£#r. # 7 V /'K&StiS (Antibodies. A Laboratory manual, Cold 
Spring Harbor Laboratory, (1988)]. £/c(£D EAE — -tr 7 7 D-7,^7i», ^ 

ns. 

(3) zj_2J3z^t2kMM2MM 

2 0 0 rpmt-5Mjii^ilfct. ±»fcfc-C5. 

»c>nfettiSil^©i»Mjas h U7.-ia<b7> ; e-7Aaffi«[ (pH7. 6 5 

00*1*. 8-7fy7->Btt7-7^ (BALB/cfi*) #MM*fflBS»P3-X63Ag8- 
UKP3-U1) (Curr. Topics Microbiol. Immunol., 81, 1 (1978). Eur. J. Immunol., 
6, 511 (1976)). SP2/0-Agl4(SP-2) (Nature, 276, 269 (1978)), P3-X63- 
Ag8653(653) (J. Immunol. , 123, 1548 (1979)) . P3-X63-Ag8(X63) (Nature, 256, 

495 (1975)) mzm^zzt.pivzz. zn.hoyms&mt. 8-7-*f^7->* 

ffi (RPM I - 1 6 4 0tti1&lZ#A/2 § y (1.5mmo 1 / L)» 2-*;U7?7*h 
x.*;-)]/ (5x1 CT 5 M). Y>*v^>> ( 1-0 p g/mL) «fc tf^JI&JJ&JflL 

rf (fc s) (c s Ltt«. i 0%) ^ta^tztm (jat. iEmigJ&i:^^ ) 
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B^<0 3-4H«rciE*«FJa"C-*«L. K£C(iI*!llll&£ 2 x l 0 7 IS^±ffl^& 

0 

0-3) ^ K-vtofiMa 

(3-l)T?«»LfcttM^«ttt(3-2)^ai»Ufc#Mlifit:MEMJSift*fc 
iiP BSC; >K~"^h 'J r>A 1 . 8 3 g. y A 0 . 2 1 g. * 

% 7. 6 5 g, ^StK 1 'J'yb^. pH7. 2) -C*J:<i5fej*0. IBIISRrt*. St 
M±ffllS : #II«=5~ 1 0 : 1 J:5tt#U 1 . 2 0 0 r pmt; 

■c, l o^Mfi^fe'J. iKyxfi/^-f l o o o (peg- 

1 0 0 0) 2 g. MEM 2mLfe , i^>Vf^*^>F (DMSO) 0. 
7 mL£i§|£ U fc»«%0 . 2~lmLSsiinU Hi: 1 ~ 2 g-flfl&CM EM^« 
1 ~2mL^^!£l^iD-rS. 

jSiOft. MEMJgife£iD;tT£f;*>'5 OmLC45<l:oi:lSt5. 

ttfPlfiffi^ 9 0 0 r pm-CSfrMia&tfUft. ±i»«:»"C5. 

fclBL-etf>***»KHATJgJtt tE*«FttCfc (10- 4 mo 1 

/L). (1. 5x 1 0- 5 mo 1/L) fc«fc tf7 5 J ?T 'J > (4X10 

•'mol/D *ftl*.fcJ(Mtt] 1 0 OmLfCiat*. 
KB»iKfe9 6^S*S^l^-M:i OO/iL/Kfo^ai. 5% CO^T 

>*3./<-#-4>. 3 7"CT'7~ 1 4 BlBJig*T5. 

JSfcft. iS*±i»©— »%fc'J7>f-sKr-f-rX (Antibodies-A Laboratory 
Manual, Cold Spring Harbor Laboratory Press, ChapterU (1988)) mz&^h 
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trift 4 K £ * tt <- ftftttK b fiJES 4 ft \ **W <0 ** 'U * 7* K C 

w (i * © % *iei! © * u ^ ^ k «c ?t-f s * ^ ^ d - ^flt* 4 4 

(3-4)^6 V 9U — i-))stilfcO>n 

yU?>S!lI (2, 6. 10, 1 4 -T- b7^f^>3?f*> (Pristane 
) 0. 5mUIE^L, 2aiHffliri-S) ^ Ac 8 ~ 1 0 M^O v * * *fc 
l±* - H v ? 7. c . (3-3)T?*» L fc*fBW©* f * H S t y ^ □ -± 
iHSftitltS^-fyj K-vfffllB 5 ~ 2 0 x l 0 6 iSfflB&/E : £:$&P t iK&£t 

-rs. i o~2 i aimt-M^'j K-v{iM2K*'fb'ts. 

ttl«7K«fl:Ofcv$**>'&BtafcSMfcU 3, 0 0 0 r p m"C 5 

St#0*7*fct±ift#<O7-f ^^^t-k hT'li. IgG, IgA. IgM, 

IgD.. IgE tfi>\fbti&. V7?7*iil±. 9yXPW7 4V2'f7toZ.£'C\ 
V**-Cl±. IgGl. lgG2a , lgG2b . IgG3. fch"Cl±. IgGl. lgG2. IgG3, [gG4. 
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C4i *mwmvE2MM 

R^fcL-Cv "a3tfit*ffi. ftffi»»fit*ffi (ELISA). ft*ttt&K«»fcfiift'- 

(ria), fc&satsfefeS:. *««ja*fei£4^o*ffiaitft*5fcfei6 ( ABC 
i>T-f7-f'^, 1 9 8 7^), m^-fb^n^a^ 5 ft«^t*9f*ac (mm 

8. *ffll&ig#±7lf, jmm. »*. St*. B&&&fc*K, *n— *-*fit 

ttfcKJSS-tt. £ &C7**Uf> • -T V*-*5>7*-h (FITC) 

ftgBf&lftfciS (ELISA) fcfcfc, «. 
«*5^l±*©«»«. *ea&iS«±?f. jUfB. J®*. £E* : 

Mifc&svMi*©iKM. mm%m±m\ jhl«, #3*. h*> #pg 
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> fit # * 6 ^ fcfc*S£Wr# £ S i± tt. Hftft % ffl ^ -c as?i- s ^ffi-c * * . 
(2) aMBqUflfltftfeffl^*: U K^%l^MMll§i^tl (ft 

R#'J^KmRNAtt, i§?!t<OV — tf WW 7'J *-fs >». RN 
AOK-y h7ny S'sS/jfc, RT- P C RStfc£fe/lH*ai 

-rs. 

RS«»:ffl^5;iot-t5^7'f7-tLr. MT4-MMP (2) 
EJ>J#^ 3 £ fefcE^JM 4 IE$£> D N AE5H*»?>a«ti*K5«J ££-f5> D N A 
THP-l (ATCC TlB-202) & $> (f S C 4: # * . 

Ot?t5^a-^J:0 t RT-PCRffifi:fl^4:i:fl)"C'iS^7'f7-J:l/ 
T. *feWOMT5-MMP3te?irJt«:*JfSC4:**-et. ft#tt£liE5»J# 
*7 i^(iiH?iJ#-t8E«cCODNAg£?'J* i f>jglin4E? l J^WTSDNA»fiT'5: 

(HT-1080). ttS^IOM (SK-N-SH). jfe^Htl! ^ 'J (no. 10), ?''JtJ-- 

V (KALS-l). RH& (PANC-l, MIA PaCa-2). gftf (SK-HEP-1. Hep 3B) * If 
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ML/^'^^Htit. ±E C3] E*0fit#4B».\ TE03&i£C*l; 

&g&££fT9iiffifl&£fc&M&fefflHil& ( 1 % BSA, 0. 0 2% ED 
T A. 0. 0 5 % Ti/it-t h »J fA^^L'P B S) ^(-MU 1-20x10 

I£ 7 U - h \Z . C 3 ] T-m*§ L ##gBJ O # U * 7 * K If Ml" * * U * D - 

fit*, ^y * ti-±^8t#a^w h-vojs«±?ii. [3]""c«i»ufc*ifi 

u ^ 7"f- H 5HSx y ^ o — *> u < y * a 

fo#.*t / jzm<Dl5& (i*Sl#S:¥B4Iffl 1985 ^) -C-fc**^>««Ofcfit*% 
0 . 1 ~ 5 0 p g/mL "5 Hftft»tt*fefflailr«* * << N f± 1 

±E K ^ N "C . C 3 ] -C«t# L *fgBJl # U * 7 f - H t: Mi* h # U * D - 
fit*. t^D-tARMtM^'J K-T©JM±fll*fctt C3] -Ott»0 

E^-M^ft&iffllia&feEiiiffi^^Q^ FITC**^tt 
7-f □X'JT.'J >«0«3tfe*"C*»^^fit-f Ay^oyj >fit#£0. 1-5 
0 a g/mL e*®M"C£tfftft»tt*feB**** 5 0~ 5 0 0 fil/Kli 

*0flt*ft*-eiMIUfc* huyh7k'y>^50~5 0 0 (j.l/K&Zft'&^* 
g^ft. *7>K. «K. JSK. w*lf>0«f»#, (fill*. 
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*a, t:h^)^»K. »»aaj«s. mtgit±ffi. mmtnta^i. h 

1" -5 Z i: ^"C § -5 . 7 > * A * 79 H 7 -f 7 7 U - 1 L T tt. 7 7 - *>'±©* 7*f- 
K*>*tA (peptides on phage) (Proc. Natl. Acad. Sci. USA, 87, 6378 (1990); 
PCT #|?£hM#-5§ 96/40189} .7*7 7.5 K±0) / ^7'f- F x >7.fA (peptides on 
plasmids) (*@ £tJJl^§*#^ 5,270. 170:#HdJH(ftflFM 5.338.665)*»**tf 5> 

Ufc7U-MCfcHK»fc*lQLfcf*. K7*L/-hC±IS C3] (IiatgO^ST- 

{badass*). «j:tr, ypfj- tfoattfcasrrsHHtfefc-tsft^flKis 

LIT fc. ±E (2) T-*tffcfc©fcfl!^S-i:* s "e£5. 

fc»»#fc'CJt«u. feaatosftfep^^wttcfc »>. mt4 
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JffFlfe. «*. ttKBfc. SKU^. Ittll. 6iWi:f#oM 

&£0*!S0>!MrCfli^S- MT 5 -MMPi:M-TSiJi«£0 

h amtti6Sfi. af*. *£. 

IS-ft. fill, ffiii$*H#<Dial$^. 7WM7-«, £16 

teitCiiJ, MT4-MMP (2) CJt-r*fitflcOJi^Ctt. gJBttHM. 

«ttH»y>T^, «a. aaas**. 7 h es. 

AjAL&&&«. BS^flSaiEW*. RS^ffl. ffft. JHfe. 
tiS. MT5-MMPJ:»t68l#0^i:ii. «»ttH«fi. ttttHK 

fi, k*4»b*01!h»s, if*. **. **. nffimt* 

ait, &&®«, Tw^v-m* ^iett«^fi. ^-*>v>a. 

m*u<> «p««fc». nttrt. aifcfc. *t. ©f^fcctcmM 
ap»4cas4»«tu'ci±. »>ny7». /7 7-t^ffj. 



31 



WO 00/18805 



PCT/JP99/05350 



*-7*)m* »3W. H*H».W±. SL*. 7K7H. ->3l, vy^b- 
*y7A. ^;i/^^o»rR»0, jK'J £-;u7;W3-;u. k Kn**>7o £;nr;p 

Bra»i*%»iD«ii:LTffl^«jfrfi-t^"c*s. • 

«SIJ fcfc, #fggi!0fit# 4 * © £ * MSI a^lET? h h i>\ 

«*iRJR*S»«-**Sfflflc»%«^"CI!HL>bi«ll3W4*»*l/i.\ 

MVCJ:';**:** 5 , MSJ&A 1 BSfc'J 1 0 « g/k g~8mg/kgfi 
5. 

[5] mmmMihMMZMM 
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±12 [4] (2) T-8l»S-n5!emaSSiHb£&(±. MT4-MMP (2) IZtt? 

m**ft<»Mm%* msjni. ffjfe. »*. mmt. Mi, 
ftttBBffiy?^^. *a. aa»«*ft. ft*. 

iiHttifrSft. IB**#<&1EM. RS^It. Iff*. 

B3«Kaifc±E [4] o»^i:mH«©TO-ca*"*-SZi:**X-**. ' 

* ' % EH 

HfiSffJl T»r*MT4-MMPBIgg6 [MT4-MM P (2)1 igfe?£>?D 

£)flg cDNA7^y7 U —4 ZAP-cDNA Synthesis Kit(Stratagene) £fflv\ 
t bMT4-MMPi§£^<Z>SB#I2? l J(i2?'J#^ 1 7<D233-1899)*7 
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^ ;&£>E?'J## 1 KEfcLfcMT 4 -MMP (2) fef§&"C£SE?J#*3i; 
E«l/fcDNAi:#j£t6mRN A^ILt^S b*i/-„ 

HM2 HhMT4-MMP (2) jgfifg)^a-->^ 

t hMT4-MMPii£^C:|!8-f 3 EST^D-y^f-^^-^t'^/:^ 
±Kv ^T.T'lLbti/iJ: -5 & '> Vl-h^-f* K 3 - K 1"S St* * n - > ' 

HS&tfJ lt'«lftbfc.7 l )^MT4 -MMP (2) SfifOS'^t^^Ki: 
fflS-9 w SN*OSP4J' & 3- K-TSEJiJ'feT'o-ri: U-Ck hSi cDNA7-f ^7 

t:t-5' RAC EfeKTIEMft® 5' UU*0»*r fefrofc. ffli 
fit±MT4-MMP mRNAO!Ba* s IIB«n-fc#**4*0 THP-l (ATCC 
TIB-202, American Type Culture Collection) IfflJS&ffi^fc. 

IP*,, fc h T H P — Hfflia*^#-SSL/i poly(A)+ RNA t h MT 4 —MM P 
MIR&lZzfyJ T- (Ifi?J#^9) £{£ffiUT superscript II BRLttK)- 
t-cDNA4ff«0fc. ft&tlfc c'DNAi:#-*C*'J ^^l^tf K7*7 
(E5>J#^10) £T4RNA'; tfCofcf. MT4-MMP«JRa!l4 
7^-<T- (E5»J#*9) fcT-f^^-a^Wft^^-fv- (E*J#*1 1) "C 
'GC«««i:LA Taq(SMiStt»)«:ffl^-CPCR 5rfro/t. PCRt, Ste^M 
«WiS:ffi©^7-f "7- (E#l#* 1 2) i: 7*^* 79 -T v- (EW 
' ##1 3) feJBi»>-CPCRfcfTofc. 

5 0#lO^D->fc*ttUfclil*. 3ffll±MT4-MMP0E5>Jfc£t'c DN 
A»ftf-C*ofcjb*. 4 7fili7')7.MT4-MMP. (2) .{-S^f 5 7^U* 
7^r-'E?'J£ 3- H-fS c DNAlffi-C-aofc. ZCDC^iCckU. BJEJ-B&^K 

S^2i:^ftbMT4-MMP (2) £ 3 - KT SE5>J#^ 4 K*-fm R N A 
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(DZ&i&tfWbfrttfotz. E S U-yCD H97792 9 U - >£>it£^IB?iJ I* 
Puente !:J:'Ji§$^:MT4-MMP (Cancer Research, 56, 944 (1996)) 
A/£:*|5]-T*£>o/i*\ catalyt ic domain tf> H SB *W=C o T 'J . E 
ST^O-> H97792 (Djjfc-? ■7 7.MT4-MMP (2) 

±E5>J£Srfc«-ife£Ufcfc-*. Puente i:i'JIS«nfcMT4-MMP 
(Cancer Research, 56. 944 (1996)) ©Rtzm&*»£fcoT^$ffi#lwJ5^-Cti. 
MT4-MMP (2) (igg^Jro^^SSP^^Ebn/;. 
7^^SoJ:tfkhMT4-MMP (2) ttffiSKJ: < W^ntfi «J . ■ ~fui 

*l8 7. 8 7 . 7 8. 9 6 %®*^-n LTT^fe. -i/^±)V^^- KfcK 
Jtii»<fti*«fl*JS<ttttJWB< 5 4 i: 3 5%-C*ofc. «MKK*-r>©fc h 

MT4-MMP (2) tMTl-MMP, MT2-MMP, MT 3 -MMPCI9 
fcOittfcii. -tn-^tl. 3 6. 3 9. 3 1%"C*ofc. :c:fc*»f>t. 
MT 4 — MM P (2) (ithMT4-MMP (2) £«fcifi<. thMT4-M 

mp (2) <Drv*fr*:ny-e$>Zii1&tti2ntz. 
mmm3 mt4-mmp (2) nggLt&fc±MM£&M. 

MUfe cDNA*»f>«AM;jae : ?Sia*«HIRSn5wi:«:5IS-rs/iftC. c 
DNA4SV4 Oyo^-^-^Op SG5^?#- (* h 7 * S' — >*fc8) 

FLAGE^J (f hT>* 3 *;M±») ££*i£fcC fcCfc U. tit FLAG 

COS- laUSCV-tfT.iSitffc: h©MT 4 — MMP (2) ©^7^5 H 

SCiot FLAG^S$MT4-MMP ( 2 ) (DtfciH fcffofc. fit FLAG fii#M 2 (-f 

HfiSff'14 MT4-MMPflfE¥g%KPte£fe<fcO t »flT 
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MT 4 -MM Pm^mmiio' Alu Id?'J£#o ~ tfrh, OhDVM- 

^-^<5nri6£* i *ofcfci&. t fmt 4 — mm p m ga^M^ie^ (is 

^iJ§^4CD2 12-5 19) 4^B-^tLtffiV\ ta-7>t-fl>7ffl^ 
Kig^ y<7(Dy^ ^7 'J - (Deposit >No. LI020) J: ') ;W 7 U ^ -f J Z — v"3 > 

CDi&glE^J (E5>J#*1 70 1 4 0-2 7 2#) ©JiiaOite^EyJfcll**:. 

MT4— MMP£MT4— MMP (2) irbtSS 0 feBSC ffllHtt* s ftl< 

JfeSSBttOMT 4 -MMPitfc^E?!! (E5>J## 1 7© 1 ~ 1 '3 9#) (i^V A 
ffiyj (E^J#*18) (D3 0 0 8 ~3 1 4 7#{:«'S-ai. ■eOJjfcJM-te*? 
^^^yyHt-E^J^St^.MT 4 -MM POX ^ V >n - KT5E?>J(E 
?IJ## 1 7ffll40~3 4 0S) (i^V AOEJIJ (E?Jt* 1 8) CO 3 1 4 8~ 
3 2 8 OSStfE^J** 18CD3564~363 3 #fI(5(x-StL fc. tt±0« 
JRA»c,.*f— f > h 0>4Sl/ , :g?l^* i MT4-MMPt-*5 ili^tfe^n/c. 

tt±0JS**»5>. hT'JiMT 4 -MMP i:MT 4 -MMP (2) ©2ffiS© 

ztih immomwmvazzftz'ftM-KK c ± -a icttait-s -tavfti 

CftHWfcS' S^y^-f?- (MT 4 —MM P : Efll## 1 4, MT4-M 
MP ( 2) : ifi?J#% 1 5) i:^3lC03* 7"7^7- (EPJ** 1 6) fefMtLfc. 



36 



WO 00/18805 



PCT/JP99/05350 



m.1 MT4-MMP (2) fc«fcO c MT4 -MMP© 





MTd-MMPf 9} 

l»l 1 1 IniYir \ & ) 


MTd-MMP 




Jurkat u ce l l J 


LI 

TT 




a ILL t I 0 10£ 


Raj KB eel I J 






ATrr rr\ _oc 
A ILL LLL^oO 


BJAB(3 eel 1) 






A ILL no- lob 


THP- I (monocytic) 


f+ 


T 


A I LL 11 0-ZUZ 


K562(monocyt ic) 


++ 




\Trr rr\ O/io 
AlLL LLL-Z4J 


U-937(monocytic) 






ATCC CRL-1590.2 


U-251 MG(astrocytoma) 






Wm>vn IrUbUZoo 


SK-N-SH(neuroblastoma) 


++ 




ATCC HTB-ll 


no. 10 (g 1 ioma) 


+/- 




^SiWr IF050368 


KALS-1 (glioma) 






^i£5ff IF050434 


MKN-7 (gastric) 


+ 


— 


SjL-ffcSff RCB0999 


MKN-28(gastric) 






SftSff RCB1000 


NUGC-4(gastric) 






HS&H JCRB0834 . 


PANC-i (pancreatic) 




+ 


ATCC CRL-1469 


MIA PaCa-2(pancreatic) 


++ 


+ /- 


ATCC CRL-1420 


SK-HEP-i (hepatoma) 


++ 


+ 


ATCC HTB-52 


Hep 3B( hepatoma) 


++ 


+ 


ATCC HB-8064 


ZR-75-i(breast) 


++ 


+ 


ATCC CRL-1500 


MCF7 ( adenocarc i noma) 




+ 


ATCC HTB-22 


T-24( bladder) 




■ + 


ATCC HTB-4 


A375( melanoma) 


- ++ 


+ 


ATCC CRL-1619 


HT-108CK fibrosarcoma) 






ATCC CCL-121 



ATCC : American Type Culture Collection 
M T 4 — MM P (£M T 4 — MM P (2) ©f&S* s SOfcttSMft"0£ttf$Rl/ 



)Zk±<nmMkfrb, MT4-MMP (2) *«£fe*ISM«fC*6**, MUBKJ: 



3gJfcfll5 T^^iffl»{~fet-tSMT4-MMP (2) 

4 j§ <D 7 * 7. © fi. ft 4 83 £ r t J 1 9] 1$ U T R N A » tB L T M T 4 - M M P 
(2) <0§&&A$-y<t&'<tz. 2 6 Mg 0):£RNA£ 1 %7*'D-^yK'* 
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Wtbi-^CUyji >7U>i:li?Lt 32 Pt^lL/:7^XMT4-MMP (2) 
igfe^^yD-^Cffl^-Cy — f V~?U 7T-f>^t^\ MT 4 - MMP ( 2) 

.tti:£a©»^K»te*B. 'MB. *B§. »A*C-*o/i. I<m. 

«k5 t: hfittT-©«£ (Cancer Research. 56. 944 (1996)] fc-&Lfc. 
7«>^fl)»i»tfOMT4-MMP (2) ©J6a«*IH'C-||t*C«<, 

*&fcfc*l8£3nfcM«T*©38&*Mlfen. MT 1 —MM P , MT2-M 
M P A* Jfctt W£ 15 ft OMV © IBS % ^ 1" © C ft L X ftWL ft T' * o . wffll!:^ 
6. MT 4 —MM P (2) ^IBaiiSllWrllttftWiai^aKO^ISfe^L-C. 

Hfl5fflj6 v9*MT4-MMP (2) &£*7±£ (j±±cL?Lk±MMMMMJL* 

12J|J#^ 1 ©3 2 1 ~ 5 5 0#BlI^$n«7 5 >'MBJ , JON*J|C^^'*=. 
>aS©f=MinLfciB5>J%^-rSv^^MT4-MMP (2) SP^^yf-K C^*-** 
h'^-r » fca-KTScDNAfc. V7 7.MT4-MMP (2) ©c 
DNA&aSfcOTfflt^tf'J (PCR) iTCJtWLfc. 

fcfcttfcifMBrJifcfcM©**** pET3a (£©i£*±£J) l-^^ 

^D- = >^l/t. ££>(I*J!®**BL21(DE3)pLysS (SMttS) 
i£*B§M£100 Atg/mL©T>t'S/'; VflFftT. 1 L©fMlJI*ift"C'OD t00 * J 0.5K 
ftS^T-i^SUt:, O^mmoUL©^ V 7 — Ti — ^itjiyV YM.v J V 

y (iptg) r-*ij«a$e>{;3«iaiis*u/c. 

K«fc 'J ftS^jgft (inclusion body) £&*#L. 8 mol/LScSS. 50 mmol/L 
Tris-HCl (pH8.6) *J «fc tf20 mmol/L^** 1/ -f b-^ (DTT) fcat?ST» 
IlilSL//:. RiSIW?* £ High Q anion exchange column^ 7^7-(l, 0.2 
moUL &<t1- h 'J *A»dJ77*S'3 >fc0JRLfc. 

1^7-7^ ^>3>^. 50 mmol/L Tris-HCl(pH8.6h 6mol/L . 1 mmol/L -s 
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^7t-*L"<h — 0.15 mol/L igfkl^-hl'^A, 5 mmol/L tf ffc^vUv^i-N, 100 
mmol/L ttftSft, 0.02% 7->'<L^ WA££#^3&fl£-C*&L, tt*«ffi«C-> 
20 mmol/L) £ JQ Xifc. fc^T-. 50 mmol/L Tris-HCl(pH8. 6) , 
0.15 mol/L ttffc-J-W-k. 5 mmol/L^ ft* A, 100 mmol/L ttffcM, 5 
mmol/L /3^u#7h^/-/K 1 mmol/L /U^;U7^K, 0.02%T 

v?ffc^h!;7A££W1-$SiK^v\4^T?8WLfc. SfcK, 10 fgfio 50 mmol/L 
Tris-HCl(pH7.5), 0.15 mol/L SLik-thWJ*. 5 mmol/L ttflS#/u->7A. 50 
mmol/HtftEft, 0.02% 7-^<k-*"hy^AS:^*-fS»« - ea*fUfc(4S*Wx3S). 
22000 xg, 4*C, 10 #MaT6#«L» itlft£»^fc. 
#btl/c±?f 4 50 mmol/L Tris-HCl (pH7.5). 150 mmol/L t&itf- h U 7A t 
10 mmol/L *ft 0.02% -JMtt/ftSfSt^ffi 

>8i»*«K^'f>i:iStS? , 7 7, MT4-MMP (2) gp#*7^ K itll L 

Hfi5ffl]7 V7 7.MT4-MMP ( 2) fegtt-fSd* U 2 Szi±2kM^fEM 
|l5S0J6TiliSiL/cT7*MT4-MMP (2) 8(54i"<7 , f- Kl00tfg&3S±7 D-f 

IHtiUU. 777.MT4-MMP (2) toft*?* Kl'00*tg*3F*±7 O-f > K7S> 
g®iIJ: yttfl-SUIlLU. ^Oifiimffi#{i£TieilS£{?<J8 (2) iC^-fg£^£ 

mmms ^^zmt4-mmp ( 2) fegg-ra^y^q— ^-^fitfr^s 

HflS#J6 •CP$lLfeT77MT4-MMP (2) »4i"<7> K50 [igtfc&itJ & 
l—OA7i/3-^yh (Antibodies - A Laboratory Manual, Cold Spring Harbor 
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Laboratory, p99. 1988) 2 mgfc «fc tfS B HJk 7 7 f- > (?£ftlOLift9f$3r8l) 1 
xi0°fffl]® 5il^!iifSD 7 -y Mi&^Ofc. 

&^ 2 an ft j: y . v7*mt4-mmp ( 2 ) kso^ g% 1 aian; 1 0. 

BK4MEM (Minimum Essential Medium) «J& (B*»*tt») ^T'fflSr' 
0. fv-t-y h-C«<*L.. ilA>#iSI (250xg. 5 4» Ltz. *bti1tttMM#C. 
h ^-«fk7>€-^Se (pH7.6) l~2irP B mit5:t 

(2) p%%giii£?£ 

7>yfe-rffi©^Mt-liHfiS^J6-ef§e>n^v^ZMT4-MMP (2) $#^7"f- 
Sfc: hMTl.MMP^'<#S'VWl»*il { ^> (ttTt hMTl-MMPtlSE 

&*OiaIC£ELISAffl 967^1/- hfr-etl^niOMg/mL, 50 uL /7tTo# 

5 y (BSA) l&to*>*J 3 U 7 7 7— (Phosphate buffered saline : PBS) 

fiCSft, 1% BSA/PBS£t£*C. h K&ftJ@t7 <y HStJfiLiS . iav77> 

MT4-MMP (2) =&y ^o-^-^M^O^airt^ U<(ilf^ ; ey ^o-t*tt 

100 tfl/ft4H£L. 2B»«»KLfc. h £0.05% # 'J 

U > (20) V )V\£tf J 7 7 I/ - h [ (ICIttffiSTween 20ffl^a a n : *Q3fcM£*t 
K) ]/PBS (UTTweenrPBS^^E) T-ft#m. 200fflF#WLfc^^**'>^- 
■tf«»7-9-¥tit7y h-f Ay ^D7'J > ?:50AL/7tiP^Tgia, 1 

8*M«C*Lfc. 1^7*1/- >*TWeen-PBS-Cift*a. ABTSSKffi [2,2-7 *>V f 
7. (3.ifMy , /f7 , /-W-^^*yfi) 7> ; e-7A < lmmol/L ABTS/ 
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0.1mol/L?X>g$/<-y 77- ( P H4.2)) fcjSJQl/. |gfe S i±OD415 nm»»AM 
£ yi/- h ij -5?'- (Exnax : Molecular Devices*!) £ffli< N "C$!l£ U/i, 

( 3 ) 7fr*»«Jlli|gll&g)iP!l» 
-8-7-9-'^7->ifft^7 7>#flMifflSa^P3X63Ag8U.l (P3-U1 : ATCCJ: 1 ^ 

(4) >2±m K-T<PfE« 

±e (i) t-fibnfc7y h»«aflai:±!a (3) t?» i 

0 : 11:^5^1^1. (250 xg. 5#) Lfc. fcf>n*:ft»Ii#© 

mm& & j: < « <• u u * * s . 37*c -e . # y u > ^ y a - * - 1000 

(PEG-1000) 2 g, MEM^tt 2 mLfc «t t/'>7 f ;^;^>*^> K0.7 mL£>il& 
£l0 8 l@<D7-y hWHfflJa*»^iU0.2~l mLiffl*., KSSflBSC 1 ~ 2#I«*CME 
Mtgife 1 ~ 2 mL*fcHlO*.rt:tt. MEMiStf&fciD*."C±fta s 50 mLi:4 5i 5 (- 

R»«ifcfciS&fl*i (900 rpm. 5£) U W&ttfcttMtfOMft***** 

Jgite '[10%'>''S/|&JEiaiitaMiaRPMI**CHAT Media Supplement 'J 
-7WWAttS) 4linA./ii§%] 100 mL*KSfflUfc.-KS»iKfc96ftig* 
Jf^U-M^OO /zL/^-ro^-j£U« 5%C<VT + . 37'CT-10~ 

MT4-MMP (2) ^^yf-KCfiJCt-Ct KMTl-MMP«<fca F *BBa**Se 

fc2H*IUigU. fitV7 7.MT4-MMP (2) t^D-t^#I4M^'J H 
-VKM2560. KM256L KM2562, KM2563. KM2564&tf2565*t#/c (II 

KM2560: FERM BP-6730. KM2561: FERM BP-6731. KM2562: FERM BP-6732 
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t l/T3Fft£n-C^3) (HI 1 ). 

(5) ^j_2_n^z±jkMM2SM 

7'J7*y$&gU/ l c8il^7-h'tft|V'^ (BALB/c) K±I2 (4) Tifbtl 

fc/wyy K-Ti*$:5~2oxio 6 ifflfla/E j en^'nsiKrtai ; fu/c 0 io~2ia&. 

(1—8 mL/E) Ufc. 

(1200 xg. 5#) LTOfeKSLfc. HKlgM^^^D- 

mol/L^^inL/iPBST'^/fm. *;H3 7 7-f >-GSL2000 (ift^lJIttfi) (* 
<y h.-Jx'U o.-A750mL) © * 7 A Kgfcjg 15 mL/#'CjIfg 0 IgMlI# £ *#>3 d 

JtHlgG^ ^D — #7*11 -/UKifcJBSc (Antibodies • A Laboratory 
Manual, Cold Spring Harbor Laboratory, 1988] C «fc 'J HSiT * CfcCiU 

a 2 fitv7*MT4-MMP (2) t^D-t^friSM^'J K-T 
KM2560~2565©fit#? 7 7. 



KM No. 




KM2560 


IgM 


KM2561 


lgG2a 


KM2562 


lgG2a 


KM2563 


IgM 


KM2564 


IgM 


KM2565 


IgM 



(6) frxT,* >7n 
±E (4) X'l&IRZ tUtSi-? V (2) * J 9 U-i- frfafrtoRfa 

3£JS0i]6Ti»fcttfc'7tf7.MT4-MMP (2) gp#^ 7f- h'O. I «g/ U - >. fc 



WO 00/18805 PCT/JP99/05350 

hMTl-MMP 0.4 U g/U->&-5^f±AM&£MfiO. 1 tig/ U — > 4SDS-# 
V 7 V "J 5 KMHclft (SDS-PAGE : 5-20%?* 7 v'x> h 7 h -M) 
(Antibodies - A Laboratory Manual, Cold Spring Harbor Laboratory, 1988] 

i2lg£l% BSA-PBST'7n-y + >^m. f^UKJn^ 9 7.MT4-MMP (2) 

4^inL. M"C2B*IBIttlKLfc. KKfcTween-PBS"CJ:<ifti*Ufcfc, JSrffi' 

£f£l% BSA/PBS"C20 ug/mLC#lRU =c /" ? O —f-frfcfrt RI«£J8^fc. 

R«4Tween-PBS-C-J:<ifc»Ufc«. ECLkit (77'> + A77A7'>7^ 
#f-**t») fcffl^TtfciBU fit?9*MT4-MMP (2) =£ y" * d — f-;i/fit# 
KM2560~25655.0 f, 7^¥^ , J *n-*;HJtfctf, 79XMT4-MMP (2) 
KO^- J ?St-ti^1"'526K^'^h >©^> it 
BLfc (H2). 

HffiffJ 9 C O S - 1 «ll»*fc*>g> h MT4-MMP ( 2 ) lafe^CDig&^gA 
iaiS^^Afti^fiaiiLT. ATCC ^«>JllALfc^Hff«4*fflfi"P**C 0 
S- 1 ( ATCC CRL-1650) 4 JB <* N 7"-. 10 cm «f* % >-\r — H- 2X10* cells/mL 
KW«EUfc8*CO S- l*ifl&£ lOmLiQA.-BftigfcfcfTofca.FuGENE^e 

ST, tl h MT4-MMP (2) cDNA fcBSl* p SG5 

Vector (7. h 7 (STRATAGENE) ttfi) (Ctf?* D-->^«. *B§ 

SftXL-lBlueMRF' 12*fl§®£ 100 pg/mL ©7>k' H >!J >#£T. 

150 mL <D LB(Luria-Bertani)igJfi'C*Jg*fefiV. NucleoBond Plasmid Kit 
D - > X 7 ? (CLONTECH) ttSi] © AX500 *- h 9 'V S>fcJB<.\ 77*5 K 
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DNA 4«SSLfc. 

7* 7 7 * y 7 * a. - 7" IZ m&Lffi%& OPTI-MEM" I ( 7 -f 7 r 7 7 * >j a > * a 
4±S) 4 816 |iLiDx.. FuGENE £ 24 jaL j^JjD U. Si&CT 5 fl-HM Ofc. » 
MftiRC. Tns-EDTA (pH 8.0) "C 1 pg/pL K#WLfc±Efc h MT4-MMP 

(2) CD 7*77 KDNA»M 12pL fctSlllL. a^^ifttffctt, 15 £ 
Lfc. <L CD 7*7 7 5 KM 852 nL £ ffl B L fc C 0 S - 1 gfH&tiUg&Tft 

Hfigffl] 10 COS - UfflflSCfctt&fc h MT4-MMP (2) ?g5tcO&;g%fe(: i: 

±E3?ffi<-tt^jtfic?»AUfcCO S - 1 McDtSH±?if ^iil. PBS £ira 

JRU 2xio 5 <i/mL «t 5 f- PBS £E^T*fflifi&i8iRfcS!fil'fc. 500 

7fc*> 3 (SHANDON) 4t») 40 xg X' 3 4HB»&4i'*-r 

4% /^777f^A7^ft: K (paraformaldehyde). (|D^iea8tt») fcJB<«\ 4*C 
T* 15 «-fBJ@££frort:ft, PBS 3 ftfUOfcft* 3SfTofc (ttT. 
II?: 'ft*' #!ftJlft£J&£ A. •7Uy*>?&m 

Si) % 100 pL^siQU MCT lWPWK >#a^-Mfc. 7*D7*>7*§*^ 
fclfct. -JMftfcfcUT. V77MT4-MMP (2) CJt1"SVN-r 7*'J 
S±?f (KM2561. KM2562) * fclin > h □ -A'fltfl*fcte1"*>W 7*'J K- 
VCOiSS±rf (KM1764, 77 h IgG2a) 4 100 tiLttL, SIKt-lft-f V 
h Ufctt. ffifrfefT^. 6 pg/mL (I#|R U t:^t"f- >^Mfii7 7 h A 
;^oyy>fitfr (isratttt, 0.25%iES'7-9-.#'jflirS^#) 6 100 pL Bsira o . m 

WffittA;U**i/5T— t?fe^i§^*'tt*A. 0.3%iftK{kzK«7K/ 0.1 
mol/L 7 y{b7" h 'J 7 A % 03 ^fi"C 30 > * a h 4 *T o fc. Btfrtt. 

30 7>ttj(-pj|U-CfcH^7c7b'v ; >t:'/t^>m^^ (VECTOR) 
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*±sn 100 ml ifcira L . sax- 30 tfisiKffi ffifrtt. i/'7 5;^>^>' 

> (Diaminobenzidine C<2*-*tSD) 7^MT4-MMP (2) <D 

*>. *#f--f 73 > hD-;Ut LT MT4-MMP ( 2) 7*^7.5 HDNAiSftl 
■&1*Ht»O«iaftff'3fcJISMC0S- lttljfilfeffl^/c. 13!:^l/;J:^(:, 
t h MT4-MMP (2) iltS^g A 4 fTO C 0 S - I MJSKJS^. KM2561 S. 
tf KM2562 i3#^S*j4SJ^* i '12'fe , bn/c. 

HI i i atttitft&tc «bs h mt4-mmp (2.) o&a 
±iB75;j£{-^^iia?^AU/iCos- i M&a'MSc o s - imais 

^±7f£lifc£U PBS femA-C-fe^^^U-r^- 7 -T httSD £E 

^•catt*'>^-u«kys | RU. lxi0 6 <l/mL Ji^sioi: PBS ftffl^Xtttt 

±jSt>R3l^*L'^. fflaSOH£{-l±FIX&PERM Cell Permeabilization Kits 
(Caltag) tt»] fcffl^fc. H36l/fclBB»;ttMT4-MMP (2) fit* 
(KM256L. KM2562 JSH±?f ) 50 uL &8sflDU, 4 'Ct 1 BtWfifcO 

PBS ioo«**U h-fAy 

yoyyvStfl: ($f3:|±S) 50 uL in A. 4'C "C- lfifHSJCO^. PBS%fflV> 
■C il ifr ft »« , 200 «#»?Cfc*M'7h7fcf3> > -FITC ( Streptavidine- 
Fluorescein isothiocyanate conjugate, 7 7-^>^>'i> (Pharmingen) ttfil 
50uL *iJ0;L4*C 30#£J&bfc. PBS % B v^CiS/fciftifrft. FACScan t** h 
>T-fV#>V> (Becton Dickinson) T'iSI^U/c. 0 4 U «fc "5 C 

KM2561. KM2562 l-«fc«). AC O S - 1 MB-e»»S ftfc t h MT4- 

mmp (2) tf&ihuntz. jgtmieBft.' (fli-h) tt3t3ta*. 
»{i3>hn-;u (MT4-MMP (2) z&nir&*J ;D-t^#o*»0'Ji: 

MT4-MMP( 2 ) feBttUfc^ KM1764 fc»in). SUftfiffi V 7 7, MT4-MMP ( 2 ) 
^ j ^ o— ^;Wfit* KM2561 *fcl± KM2562*iB«fO^^ 
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£flgfi»J 1 2 *js.7s* y -?U y.T-f y<f\Z J: & V MT4-MMP (2) 



JS-fb* (50mmol/LHEPES. 250 mmol/USfk^ h 'J "> A . 1% NP40. lmmol/L 
DTT. 1 mmol/L7x — ;U^f-;U7.;U7*— ;U7;U*<J K (Phenylmethylsulfonyl 
Fluoride). 5 ug/mLO -f > (Leupeptin)) Sr^iJDL. M < jgftl L 4'C 

VlOttffimW.Ltz. 7000 xg. SOtflBia&aitU ±»*Ie|IRU 1t>7>i:L 

*W^££!jS§S (Protein assay. /W*7H (Bio-Rad) ttSSJ Ci'Jifi" 
£fi&. 100ug/!/->tf>1f >7^£SDS-PAGE (7.5% 7 ? U ^7 5 K) IZ&L. 

m& immms (6)) MSct-. *av?*MT4-MMP (2) jv/uttfc 

KM256l£ffl^X*# >7D»;f-f ^fcfrofc. fflflSSfc (l^fftfc ATCC* V 
<bJ»A) &U937 (blhiffl^fli (human histiocytic lymphoma)). THP-1 (t 
(human monocyte)) . Jurkat (t h-.%&TlifflJ3&SlfiL#i (human acute T 
cell leukemia)) fcffl^fc. 12 5 Ka* L fc <fc 9 {I^TtiO«IJB"Cti 68* O jf )V b 
y (kd) frigKfc hMT4-MMP ( 2 

7-)ZMT 3 -MM PiIfirtP***-fr 1 7 BE©H cDNA 

7^^7 U -4 ZAP-cDNA Synthesis Kit(Stratagene) £JSv\ blZffitfCD 

k hMT 3 -MMPia£?£7'o-7't UT±i5c DN A7-T ^7 'J -<fi*2 

5»Jttfcl h&<btfi::-7y h-MT 3 -MMPtP^ffiHtti^t* 5 . flfctDMM P 4: 
1 k bOETiJfc'W/y fHXtZ 3. 7 k b(Dc DNAtm^Lt-. 2. Ik 
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bi:3. 7 k b©ie5»J*»«b. E?']#^7 C*T4 . 2kb(?)cDNAE?J^#'b 

i2?j#^7 c^tc DNA(i{iie?'j#^5T-^$n6 6 1 8 7^ vistas 

A« 3 - K £ nT i> . E*>J M 5 * 7 ^ K ttM T - M M P <D & K ^ -f > !- f§ ^ 
1-3E?J£cfc<##£n/c#&T-8oT^<5~t^b. $r$cDMT-MMP. EP 
7-)^MT 5 -MM.Pt'$>6 tmm-Znt- (0.6). 

1 4 fc: KMT 5 -MMPjafc?<£>^ □ 

MMPiia^^T'O-^i: UTk: hfic DNAy-f 7 "7 y-(^D>f"^tt 

MMPfcttH&Safi^fcWfc. 

SMrUfct hMT 5 -MMPCcDNA^ U-y\Z±X. i/fi'A'*?*- H* 
n-KT€>l±T©5' ««fcfc^Ti. ttTK*t5' RACESCio 

T^aaS^-roE^J^^SL/. t hMT 5 -MMP £ 3— K1~$±1Kttf:6tritfi 
^EJUfcifeJ&Ufc. 

c DNA4 superscript II (¥7 3 BRL) UT. k: hflg^ poly(A)+ RNA 
(^nvfy^ttS) 1 1 hMT 5 -MMPaiRW&7-7i' v-CE^JM l 9) 

»e>nfccDNAi:*-iC*V 3*** KT^^-CE^JM 1 0)4 
T 4 R N A y fe'T-o&f. MT 5 - MM P 7 7 -f V-(B5»J** 1 

9)fc7*:/*-a&fi*J4;77-fv-(E7y##l DfGCafftfcLA Taq 

pcRt, ae^ajRfl*jftfiiio^7-f -7-(Ey>j#^2 o)t7^-aiR« 

v-(E?J#^ 1 3)*fflv^"CPCR*ffofc. 7->xagf4 7n-7 

XftbtitzjRWfrb. EfJ#*6©6 4 5 7 5 KOfiSft fc - K1-$E5!I# 
^•8£D2. 6 k b©c DNAA^it't/:. 
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■ gyjfjg]_l_J5 MT 5 - MMPtDmRN A COMMIT' cp%^, 

BP*, . 2 0 m g CD± R N A 4 1 %7 #□ -xy^"C'j*ifi □ > * > 7 U > 

i:g?L. 32 Pt-^ii$L/cT^7,MT 5 -MMPaef^yo-^cf^t;- 

4f>7nyr-j>yZft<<\ a4kb«MT5 -MMPOmRNAOil^^- 

t h<0»*ro©f§&«:fc h MT 5 — MM PiSfe-??: "^D — T/Cffi V"C 
multiple tissue blot (?a>f * f? -a T P * 3 5. fi£ff%9l 

T'$>?tz. 32 Pt'SIO/ct: FMT 5 -MMPafifi^n-^ffl^ty-lf 

■ vynyf-f >^%frv\ thia"C;fe4. 0 k b £: 4 . 8kb©MT5-MMP 
(DmRNAC03l^^m* i E<2) i bti^. t hT-tt-ttitt^HHflifclflfC-IBil^B 
Oe>tl.fe. ffia"C*{±4 . . 8 k b ©mRNAi\ 1FR&fttrCR4. OkbcDmRN 

MT5-MMP^I^'77-f7- (IBJ>J##2 1 ££#2 2) fcJSv*fc. R 
T-PCR{-«kSjBtff-CJ±»K. »«fct»CHi:Wl;-y--f XflDNABftftfna 

MT 5 -MMP^ISV'J^Stft h^«*5fcft1»«fcfe3l* J IliSKJi*>ft 
it. ftlzWTsX-HhW)* «»ttHi-IRfll/TiS»J. fl!l©«»1?0§e3Hi#1lf 

ia©f6acl*«^*6Zi:*>c». JHOffiMS'J^Dy h (human brain multiple 
tissue blot : ?D>-rv**t») »<ftWJIWf8llftP^>S;. 

as. grass. faisMStf. «»T'©fem*H8«><bnfc*<. #ii'e©»att*en4*» 
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Hifeffi] 1 6 MT 5 -MMPtDmRN ACO£ilffl83T:-£>fg% 

mt i - mm p ««Be *»tf fl5a©B*«aa-c-w**^ 

m * % £*fflfl&« C « It 6 #§31 4 M T 5 - MM P ft H W 4: 7* 7 -f y - ( E*J« 2 
lfc<fctf2 2) feJBi^T. RT-PCRT-i^:. 
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S? 3 MT 5 - MM PIE«1*lfl)««IIBT-Ofe« 



r-t^r irfTT MA- J-U. 


MTo-MMP 


^ 531 45- g - 


Jurkat (T eel 1) 




ATCC TIB- I 52 


Raj i (B cell) 




ATCC CCL-86 


BJAB(B cell) 




ATCC HB-136 


THP- 1 (monocytic) 


— 


ATCC TIB-202 


K562 (monocytic) 


— 


ATCC CCL-243 


U-937 (monocytic) . 


— 


ATCC CRL-1593.2 


U-251 MG( astrocytoma) 


— 


IF050288 


SK-N-SH(neurobiastoma) 


+++ 


ATCC HTB-11 


no. 10(gl ioma) 




IF050368 


KALS-L (glioma) 


+++ 


M&Wr IF050434 


MKN-7 (gastric) 


+ • 


Qim RCB0999 


MKN-28(gastric) 


- 


mitw RCB1000 


NUGC-4(gastric) 


+ 


HSMES JCRB0834 


PANC-1 (pancreatic) 


+ 


ATCC CRL-1469 


MIA PaCa-2(pancreatic) 


+ 


ATCC CRL-1420 


SK-HEP-i (hepatoma) 


+ 


ATCC HTB-52 - 


Hep 3B( hepatoma) 


+ 


ATCC HB-8064 


ZR-75- I (breast) 


? 


ATCC CRL-1500 


MCF7 ( adenocarc i noma) 




ATCC HTB-22 


T-24(bladder) 




ATCC HTB-4 


A375 (melanoma) 


+/- 


ATCC CRL-1619 


HT-i080(fibrosarcoma) 


*/- 


ATCC CCL-121 



ATCC : American Type Culture Collection 



MT 1 -MMP^I*«*iW*1?5iai/t^«Oi:»bt. MT 5 —MM P 
(SK-N-SH (HTB-11, ATCC)). fcSHbffl^U too. 10 ( 1F050368. fSPW&F/r )) . 

(kals-1 (iro50434.«iMjf$Wr)) "cu^fsa^Ji^nfc. 

(PANC-1 (CRL-1469. ATCC) , MIA PaCa-2 (CRL-1420, ATCC) ), 
ffF£ (SK-HEP-1 (HTB-52, ATCC) , Hep 3B (HB-8064, ATCC)] T*0«S* s ^»« 

MT-MMProjafS^ST'CD^^^m^fflflS^rl^^^/Cii^^*-^* 1 ^^ 
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htoh. HBi:MTl -MMPOjft*J»Htt««JB1*fl)ajBII«:3tai*-tt. 

wfc^fcisses-fcs. t hffim«-c-(iSimss^^iia^iiiiNi^aaia* s MT 1 -mm 

P i ffi*fl£ t^llltfe'J. M T 1 - M M P *«fBl'aiiBr-cettft St5t'7ft 

HffifflJ'l 7 MT 5 - MMP ^IJf Q^^g-t^lDM 
^It-M^1+/:MT 5 -MMPSf$#^7f- K. ^ttl-{iTE^«5«l 1 9 

*e^ja*nfcEW##2 3-27 c^^nsMT 5 -mmpsp^^-^5 1 h ab£ 

$1 1 ~ 5 ) 10 0m g £5r±"7D-r > K7'>'i^> h £ thlzW*f (Japanese 
White Rabbit) 2^(;&-5--TS. 
Si-^2iifaftJ:»J. MT 5-MMPW#*7*K 1 00/x g£*TC±7 0-f > 

raUHHUywa-SMHU *0]lL»fiMMIifeTEfll&flll 8 (2) 

s. 

#?»nfcJ«inU*TESIlS«l 8(5) KaWfrSsCJ'J I gGi»i:*t-»S 
HflSffJ 18 MT 5 -MMP feBW'frS^ tru — j-frtKfttofttil 

(i) ih^KD^tm^m^mmipmm 

^■■•eiiWttfcMT 5 - MM P$#^7f- K. -a#«i:iiTE$fi5f« 1 9 
Tr£j££tt/;E?iJ##2 3-2 7 CSS WMT 5 - MMPjf^^f H (it£ 
5 0m gfc7Jl'3=?AY;U2mgJS«fctfMBj8'7**> (^m<lJfil 
*WJEBf») 1 x i O'mmtttizsm^i&yy b (SD) 

lfc*2aiHttJ:»J. MT 5 0 m gft iaW<- 10. ft 

4 0a*-r*. 
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m ( 1 . 2O0rpm, 5#) t*>. 

#^tl/cSti5@^i- h 'J *-£ft7>*-*Aa»« (P H 7 . 6 5) £?&&D 
L. 1 ~2#Mg1-£Z£(:iU#ifil^£Bfc£1-3. 

(2) tatjg^gaisfe 

7yfc-rffl©8tflU-l;fc±IBMT 5 -MMPffi^f' KfcJS^S. 
□ l/tk hMT 1 -MMP^***>»Jjy»J*t» K * -f > (ttTt 

KMT 1 -MMPfcB&iBT.) 

(DfamtE L I SAffl9 6 7v7U- MC^tl^'tV 1 0 (i g/mL. 50/iL 

i£7U- h 1%BSA-PBS4100 <fL/7ti0*.. SimT' 1 ttUB 

1 %'B S A- PB S £&"C. ^!/-h!:SftS7 7 bStJfiLit, fitM 
T 5 -MMPt j ?a-i-jmte<D%m±ffit U< liSS^ 
5 0 iil/Kft&L, 2m?$%LW.tZ. 
I£7U- h £Twe e n - P B S Vfoftlk. *)V**i/9~ewmW*V& 

l£7U-h£Twe e n-PBSWt, ABTSS1S [2.2-7'>V 

0 D 4 1 5 n mCOq&ftfiS: 7U — h U — ^— (Emax ; Molecular Devices |±) £ 

(3) ^j7x#MMil^H 
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(4) ;W7'J K -"7 (Oft St 

±e (i) x-^hn^yy hmmmt o) T*»fcftfc#«B«fii:«: i o : 

1 K&S «fc ( 1 . 2 0 0 r pm. 5 #) "Tfi. 

XfUV^-fa-^-l, 000 (PEO-l, .0 0 0) 2 g, MEMM2 
mLfcJ:O ; v'7f^;^#vK0. 7mL©ia* 1 0 8 7 y hMttft^U 0! 
2~ 1 mL/SOX.. 1 ~2£IB*(lMEM»Jftl ~ 2 mL fc&Eija**: 

K!BSIiR£iI&#B (9 0 0 'rpm. 5#) L. »&nfcaBfi#0»ISlfc«>- 

HATigifc 1 0 OmL 
K!B»% , S: 9 6 ?t«f*ffi 7 U- h I- 1 0 0 m L/;*-f L. 5%C0 2 -f> 
«t», 3 71CT- 1 0~ 1 4 SfffltSH"9"S. 
ig#±rf£±iE (2) CE*U^B*ft««i*a5t?B' < . MT5-M 
MPStf^yf- KCSfSltt h MT 1 -MMPKSJSO&i^Ttfcatf. 

K-T^Bacrs. 

(5) ^o— ^;Ufitfltg?ltB 

>IIU: 8ii^7- HttT^T. (B a 1 b/c ) C±E (4) T-f* 

f,n§M 7y 5~2 o x i o 6 ifflfl&/E*-n^n&!j&ft£i*-ts. 

10-21 BI. M^'J H--7*«M**fti-6 wi:^ J: U «*©>!: 
H*£&8t ( 1 ~8mL/E) 

BBikfca&d-B (3. OOO rpm. 5#) U @Jf2#£Sfc£1"S. 

MSI gM^^n-t^lt 5 0%Sit$7>*-?A£ffl , ' N 't&#TU.. 
Jftib^hU^AO. 5M&»ttUfcPBSX-a«rtt. W77-f>GSL20 
0 0 (^ffc^IIittB) KjK'J j.— A 7 5 OmL) O^tiv U VL'^M. 1 5mL 
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At 81 I g G t J 9 O -±;Ufit{*:li. # 7 'J ;U»iJtHffi [Antibodies - A 
Laboratory Manual, Cold Spring Harbor Laboratory, 1988] CI «fc 'J - 

t«: «fc UBifrrs. 

(6) OiZ^^oyfr^ 

MT 5-MMP»fl"<7*-KaS».M±fc r-MT 1 -MMP4 U g/U->t 
SDS-/K 'J7i"J^75 h"^^,*Sil (Antibodies - A Laboratory Manual, Cold 
Spring Harbor Laboratory, 1988] fcJH."»"C#H&. P VDFRcynyf > 

KKSrB SA-PB St^Dy*>^a. KBKfltMT 5-MMP=e;?n- 

KlfcPBS-Twe e nt-^^U:!. ^"fitfri: Lt^^^#">^- 
■tf««fit7V h-fA^ ^oy; >ta# (DAKO) tt»] ^r^siJO Sis 

KI4PBS-Twe e nt'i<il^U:l Colour development reagent. 

T 5 -MMP©^fii:iStS^> KCWHttCfiiS-f *flSE"f 3. 

HfiSffll 1 9 H hMT 5 -MMPggfr^f- K<ft£j$ 

HhMT5-MMP»jr^fH «k^*l-5) fc. SE?J## 6 Eifctf>7 5 

* 16 W J- is v ^ T ttfflX 7 5 y K is J: * ©filK* B I - * M <*. 4ft 

^SUB^S IUPAC-IUB its (IUPAC-IUB Joint Commission on Biochemical 
Nomenclature) [3 -O £7 > • '>>-*;i' • *7 • 5 * h U 
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- (European Journal of Biochemistry), 138 I, 9l (1984 Klfcofc. 

Ala:L-7?-> 

Asn:L-77.^7*> 

Asp:L-7^^7^r>S 

Arg:L-7^^r-> 

CysiL-^T.r-r > 

Gln:L- ^ > 

Glu: 5 >® 

Gly: ^'J'>> 

His: L- fc. 7. v >* > 

Ile:L--f V □ -f ^> > 

Leu: L- □-!''> > 

Lys:L-U^'> 

Met:L-^f"7i-^> 

Phe: L-7i-^7.7-> 

Pro:L-7nr'J> 

Ser: L-"t U :> 

Thr: L-^Uyt-> 

Trp:L- h U 7 h 7 7 > 

TyT:L-^n^> 

Val: L-^ >J > 

T. 

Fmoc: 9- 7 ;M" U — JV * * to * # fJ to jK - ^ 
Ac: 7iT5 1 >'U 
tBu: t-T"*-^ 

Boc: t-y^^Ti-^r^^^z-K-^ 
Trt: h U 
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Pmc: 2.2.5,7,8-^ >2 * f;^D7>-6^^-^ 

Fmoc-Thr(tBu)-OH: N a -9-7 ;U;t V - )\/ * + )l 7T % \s tl )\<-0-i-7 Jl-L- 

Fmoc-Ser(tBu)-OH: N a -9-7 ^tf U * * -> il ^*'x ;l/-0-t-7f-^-L- 
ir U > 

Fmoc-Tyr(tBu)-OH: N a -9-7 ^tf U * ;W*-^-0-t- 7 f-;U-L- 

Fmoc-Lys(Boc)-OH: N a -9-7 1/ -)\/ * * to* * *s # ^tf-^-N' -t- 7>;l/ * 

Fmoc-Glu(OtBu)-OH: N a - 9 - 7 ;l> * V - ^ ^ f- JV * * is * A/ sH - ^ -L- 7' 
^ >S-Y-t-7 , f-;UX7s-r>'U 

Fmoc-Arg(Pmc)-OH: N a -9-7 )V* V -)V * * ^ t> ;l/,K-^-N l! -2,2 > 5 > 7,8- 

Fmoc-His(Trt)-OH: N a -9-7^;t ^l/tf^^tf-^-N'-- h V T)V. 

L-t7s^->'> 

Fmoc-Trp(Boc)-OH:N a -9-7;l'^l/-;W^^^^^^^^**-^-N 1Bd -t-y5 L ^^ 
^ri/*;u**^;i/-L-h U 7>7 7 > 

Fmoc-Asn(Trt)-OH: N a -9-7^^ f-^^fi/^Utf-^-N 0 - h 'J f-JU- 

Fmoc-Asp(OtBu)-OH:. N a -9-7;U^ f-^Tj-^r^^^^-^-L-TX/^ 

>K-/3 -t-7'f-;l'X7>T-^ 
Fmoc-Gln(Trt)-OH: N»-9-7^^ )Vi£-)V.W ■ V U 

Fmoc-Cys(Trt)-OH: N a -9-7^7M^-;U^ f^l/** v^^tf-^-S- h 'J 3~ to-h- 

HBTU: 2-(lH-^ > V h U 7 V-^-l-'T ;U)-1,1,3,3-T h^^^^D-'?^^^ 

-9-7;L'7j-n*7N7x'i' h 

HOBt: N- 1 H D * $"< > 7* h D 7 
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DMF: N,N-'>'> f ^*^A7 5 K 
TFA: h y7^DB8 

diea: ^'-r yyo^xf/n ^ > 

(1) {b£%l 1 (E?»J#4 2'3) Ac-Pro-Val-Thr-Glv-Val-Leu-Asp-Gln- 
Thr-Thr-Ile-GIu-Trp-Met-Lvs-Lvs-Cvs-OHCO-^fig 

H-Cys(Trt)** 16.8Mmol IS^LfefflflcWft (Cl-Trt U'>*>. Ana Spec K) 
30 mg (MRttBr) ©fiiSSSKAft. lmLODMF £iJQ*.T 

(a) Fmoc-Lys(Boc)-OH (200Mmol)> HBTU (200Mmol). HOBt 1 7.KIQ$I (200 
Mmol) *J J:Cf DIEA (400 m mol) & DMF (800 A L)*"C 3 #H&#0. »<btl 

/s:»jRft»»j-inAT«^** 30 #iaai#u temzmihLtz. 

(b) iaflcttfffi* 900mL © DMF T* 1 #&gft&U Ztit 5 Sit 'J iBLfc. - 

Fmoc-Lys(Boc)-Cys(Trt)fea*±^*S^L/i.' 
KGUSIT© Fmoc aflftMIgfcfrofc. 

(c) 30% £XU$>>-DMF 900mL £JU;lTg£$j£ 4 #IHft#U 88 

(d) 600 ML © DMF -C l-4Mfflftj*0. K8ffifc#tfS U -©ISft 

:Ht, Fmoc S4i*U: H-Lys(Boc)-Cys(Trt)©*§£ O fcfifc«ffi £ » 
fc. fcC. (a) ©XgT--Fmoc-Lys(Boc)-OH fcffl^Tli£KJS&fif<r\ (b)©ft 
ifll, (d)©l»«BIXS«:JKT. H-Lys(Boc)-Lys(Boc)-Cys(Trt)* i S 

#±K'&dt2*lfc. UT. Il(a)i:«^t, Fmoc-Met-OH, Fmoc-Trp(Boc)-OH. 
Fmoc-Glu(OtBu)-OH. Fmoc-Ile-OH> Fmoc-Thr(tBu)-OfL Fmoc-Thr(tBu)-OH. 
Fmoc-Gln(Trt)-OH , Fmoc-Asp(OtBu)-OH . Fmoc-Leu-OH. Fmoc-Val-OH, 
Fmoc-Gly-OH. Fmoc-Thr(tBu)-OH. Fmoc-Val-OH. Fmoc-Pro-OH tli&JS^ 
T. (a)-(d)«:»UigO/i. 

#(C*i7j<8lF& 32mL, DMF900 m L Srffl^T N*fflC7tf M^iAbt. 
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DMF. * $ J -;uaa c 7 , f-;Ux~f^"C-IR»Cgfej*0. SET 12 B*IHH£ 

iit, ffl««K^yf-K©^u^aflEl«ffi«:»fe. tfa Oo%). * 

^7-V-;U (5%). 1.2-X* >*>*^-?i-— ;u (5%) lmL 4iP 

*.TM-e 2 mil. iiiftii&Niiti t kt,{;»»«t u k*<2j 

UiiJU/i. aiS&fflSOft. Ibn/^lCi-T/Hl 10mL fciQA. fefcLfc 
tfcj»*a<£>iJ'««J:a'r*>T-^3 >CJ:'JiaiR, fi*7*H 
42.1mg ft*#L>5:. 90%#3S 5mL CiMRL. a*tS*7A (g£ 

CAPCELL PAK C18 30mmI.D. X 25mm) Sffl^/c HPLC T?ff»Lfc. 
0.1% TFA TfcilrfSi-. TFA 0.1% fe£t? 90% 7t h - h U ^TKSJK&iP ^.to 

£>B# 1 4 3.2mg»fc. 

M#*fr [FABMS] ; m/z =1991.7 (M+H*) 

75> Bfc£tfr; Asx 1.1 (1). Glx2.1(2). Glyl.l(l). Thr 2.9(3), Pro 1.0 (1), Val 
1.8(2). Met 1.1(1). Lys2.0(2). Ilel.O(l), Leul.O(l). Cysl.l(l) 

(2) itMM 2 (§g^J#-?2 4) Ac-His-Glu-Ile-Lvs-Ser-Asp-Arg-Lvs-Glu- 
Ala-Asp-Ile-Met-Ile-Phe-Phe-Ala-Ser-Cvs-OH <D^& 

H-Cys(Trt)* s .16.8/Umoi IS*UfcSflc»* (Cl-Trt l/^>. Ana spec Si) 
30mg £ £ fgtlJf i: L . ±1E (1) fcWI«CL-C. Fmoc-Ser(tBu)-OH . 
Fmoc-Ala-OH. Fmoc-Phe-OH. Fmoc-Phe-OH, Fmoc-Ile-OH. Fmoc-Met-OH. 
"Fmoc-Ile-OH. Fmoc-Asp(OtBu)-OH. Fmoc-Ala-OH. Fmoc-Glu(OtBu)-OH. 
Fmoc-Lys(Boc)-OH Fmoc-Arg(Pmc)-OH . Fmoc-Asp(OtBu)-OH > Fmoc- 
Ser(tBu)-OH. Fmoc-Lys(Boc)-OH . Fmoc-Ile-OH . Fmoc-Glu(OtBu)-OH . 
Fmoc-His(Trt)-OH fc*UKII*LfcfcC, «*ft84ffi^tN**i:7t^S 

TFA (82.5%), ^*7-7-;l> (5%). tK (5%). x^;M f-;U*;P7 -f K (3%). 
1,2-X* > i/'f *-JK2.5%) J: t/f ^ 7 x ; -;t/(2%)*^<C*ffiB»tt lmL 

feinA-csia-c8i»iBtt«L. ffl««KS4»£«fcfcfcK«»<fc'J*7f-K 

feSDUdSUfe. fit*±E (1) tratHCUT. ffl^f-K 38mg 
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*7Afc||t't HPLC "OffSlL-. ft&1»2 £ 3.1mg 
K*»*r CFABMS] ;m/z = 2283.3 (M+H*) 

7?; ft#|fr; Asx 2.1 (2). Glx 2.2 (2), Ser 1.7(2). His 0.9(1). Arg 1.0(1), Ala 
2.2(2), Met 1.0(1). Lys2.0(2). He 2.9(3), Phe 2.1(2). Cys 1.2(1) 

(3) itMM 3 (§5^J#-t2 5) Ac-Leu-Pro-Val-Arg-Arg-Ile-His-Ser-Pro- 
Ser-Glu-Arg-Lvs-His-Glu-Arg-GIn-Cvs-OHCD^-fiS: 

H-Cys(Trt)* s 16.8m mol *S£Lfc£#«fffi (Cl-Trt Ana spec Si) 

30mg i: ±E (1) fcRtHCLT. Fmoc-Gln(Trt)-OH . 

Fmoc-Arg(Pmc)-OH . Fmoc-Glu(OtBu)-OH , Fmoc-His(Trt)-OH . Fmoc- 
Lys(Boc)-OH. Fmoc-Arg(Pmc)-OH, Fmoc-Glu(OtBu)-OH. Fmoc-Ser(tBu)-OH. 
Fmoc-Pro-OH . Fmoc-Ser(tBu)-OH , Fmoc-His(Trt)-OH . Fmoc-Ile-OH . 
Fmoc-Arg(Pmc)-OH . Fmoc-Arg(Pmc)-OH . Fmoc-Val-OH. Fmoc-Pro-OH. 
Fmoc-Leu-OH **»»4JIV^N*iC7tf 
AU/c. «2*%»-C.' ffl*«B^7*K®*S£Lfcffl<MMI TFA 

(82.5%). f*7 = V- * (5%). 7K (5%). X^**-*7JU7 -f K (3%), 
1.2-X* >-»;t-;K2.5%) *J J: tff-*7 x y -;K2%) *><b «C SMJSflE lmL 

tm^xm&v s erases u fflttMtt*ift£i-« ttttmm* k 

*«JUaiLfc. ttl*±E (1) fcWacU-C, fi^f-K 49.2mg £ 
ffi^7A?:ffllV: HPLC "CttfiU {k^t! 3 ft 20.4mg fffc. 
Kifrflr [FABMS] ; m/z = 2271.4 (M+H*) 

7 5 y g?7>t/T; Glx 2.9 (3), Ser 2.0(2). His 1.9(2), Arg 4.0(4), Pro 2.2 (2), Val 
1.0(1), Lys 1.1(1), lie 0.8(1). Leu 1.1(1), Cys 1.2(1) 

(4) it^fy 4 (SHffJ#-?26) H-Cvs-Asn-Gln-Lvs-Glu-Val-Glu-Arg- 
Artr.T.vs.Olii- Ar^.Arar.T.ftii-Prn.niTi.Asn.NH ^^a 

Fmoc-NH # 16.5M mol tt£Lfcfitt»» (RINK Amide MBHAU'>*>. 
Nova Biochem Si) 30mg U ±E (1) fcBU*KUT. Fmoc- 

Asp(OtBu)-OH , Fmoc-Gln(Trt)-OH . Fmoc-Pro-OH . Fmoc-Leu-OH . 
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Fmoc-Arg(Pmc)-OH . Fmoc-Arg(Pmc)-OH . Fmoc-Glu(OtBu)-OH . Fmoc- 
Lys(Boc)-OH. Fmoc-Arg(Pmc)-OH Fmoc-Arg(Pmc)-OH. Fmoc-Glu(OtBu)-OH. 
Fmoc-Val-OH. Fmoc-Glu(OtBu)-OH. Fmoc-Lys(Boc)-OH. Fmoc-Gln(Trt)-OH. 
Fmoc-Asn(Trt)-OH. Fmoc-Cys(Trt)-OH ZMft.&£ L fc&K. <6I»4S"C. 
KO«£Ufcfifctt* TFA (82.5%). 

(5%), 7j< (5%). Xf;Mf^7,;l/7-f h" (3%). 1,2-X* (2.5%) 
*> iO f f L 7t"7xy -71/ (2%) lmL £fiQ*."CSim"C 8 ttflflftS ' 

Uc<l!llI^lIS?:^^1-5i:i:^^^flii l ^^^H$:fcJ}'JdiL7 t c.^^±I£( 1 ) 
fcH&KL-T. ffl*7f- K 52.8mg £&#L. ffiffl^yA?:!^: HPLC 
HU. fc£$J4 £ '2l.3mgfc»fc. 
SIM [FABMS] ; m/z = 2183.6 (M+H*) 

7?; K##f; Asx 1.9 (2), Gbc 5.1(5). Arg 3.9(4). ;ro 1.1(1), Val 1.0(1). Lys 
2.0(2). Leu 1.0 (1). Cys 0:8 (1) 

(5) 5 (15ffJ#-t2 7) H-Cvs-Asn-Lvs-Thr-Glv-Pro-Gln-Pro-Val- . 

Thr-Tvr-Tvr-Lvs-Arg-Pro-Val-Gln-Glu-Trp-Val-OH (DcttfZ 

Fmoc-Val & 15.6 Mmol ***S£U (Wang 30mg 

?:aifg^MfcL/±fH (1) ilfttat. Fmoc-Trp(Boc)-OH . Fmoc- 
Glu(OtBu)-OH , Fmoc-Gln(Trt)-OH . Fmoc-Val-OH. Fmoc-Pro-OH . Fmoc- 
Arg(Pmc)-OH. Fmoc-Lys(Boc)-OH. Fmoc-Tyr(tBu)-OH, Fmoc-Tyr(tBu)-OH. 
Fmoc-Thr(tBu)-OH . Fmoc-Val-OH . Fmoc-Pro-OH , Fmoc-Gln(Trt)-OH . 
Fmoc-Pro-OH, Fmoc-Gly-OH . Fmoc-Thr(tBu)-OH . Fmoc-Lys(Boc)-OH . 
Fmoc-Asn(Trt)-OH, Fmoc-Cys(Trt)-OH £Jift$f§£ Ufc&l-. ift*. Sd5:gt, 

mm&m*?* Hoi*i/fcfi#»i tfa 02.5%). **7=y-* 

(5%). tK(5%), xf;Mf;^^7^ F (3%). p-x^vm-^K^). 

f ^7i; -;K2%)Rtf 2-^ f H > h'-^( 5mg/mL) *» <b 4 § S a lmL 

«: in A-csfi-c e ,-iOtts u . ti§n«iis % m*-r s t a t i-®m <t »j ^ 7* h 

ZWViiibtz. tt»±E CD ^leO&i-L-T. ffi^'T'f- H 52.8mg j£ 
i*7A4ffl^fc HPLC "CUSIL. {t£$J5£ 16.2mg 
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Wmttfc [FABMS] ;m/z= 2394.3 (M+H*) 

7* Asx 1.0(1). Glx 3.1(3). Gly 1.0(1). Arg 1.0(1). Thr 1.9(2). 

Pro 3.1 (3). Tyr2.0(2). Val 3.0(3), Lys 1.9 (2). Cys 1.1(1) 

HfiSff»J2 0 hMT 5 -MMP%SIK-f ? □-t^HftftOfESi 

( 1 ) %.&m<pm$L 

%ffi.m 1 9-C»6nfcb: h MT 5 -MMP085#*7f- Kt?*Sft^tt 1 ~ 5 ' 
tt. *ffi«ttSJE«saWcaT©^ffiX-KLH (#^^7 Aft) 
iy-hfef^»L.' Ufc. ■*■«£*>*>. RLHfePBSCiSSOtlOm 

g/mL £ W fi 0 . 1/1 0§:SW2 5mg/mL MB S[N -(m- 
Maleimidobenzoyloxy)succinimide;^-# 7 -f f 7.^t]1:iTL/t 3 0 

y*5»*7A1f7 'J —©MB S4SS5^t#f>n/:KLH-MB 2.5mgi0. 
lMUithyf^f77- ( P H 7 . 0) KjgML/c^T'^K Imgtil 
£U MT-3B#|H. fttfSJCS:*^. £J£«. PBS~catfrUfct»0«:fcSK 

(2) maoftgfc^'J 2 Dn±2kM^iiM 

±E ( 1 ) -CMS t 1 , 2 «fc 4 0 K L H □ >*>*o.7'- h £ 

2^{lS#L/c. «-£2aiHlftJ:'J. SaKL H □ "s*/3.tf— h (ft 
*mi. 2. 4) 2 0 0 Mg£^±7n^>K7^^>h^*><-lM<- 

s*iHRj:y»«'8iLU ^oMmMfcTia^Js^ 1 (2) c*-*-** 

fc. t#f 5 ti/iifarf(iTia*fii5<5 l J2 1(5) (;^1-^ttCJ:U IgGS^CS-CiWK 

(2) c^-rMfcgMai-.fcyp**:. i 7i: ^ tJ: ^ : - D * 
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jy&jgjj l b: hMT 5 -mmp %vm$hSJ. Z£ii±2kMfc<nV£M 

■ 1 S tzikSfa 1 ~5©KLH3y*>*a.y- h 1 0 0 fi g ft^n 

^tlfctSLikT — 7 A7'>'^^> h (Antibodies - A Laboratory Manual, Cold 
Spring Harbor Laboratory, p99. 1988] 2 mg*> «fc tms t£7 9 * > (^SfiJftJfiLfS 
BWEdrft) 1 x 10 9 *aaa i: fc fcC5ffl*ttBAUB/c-7?X&3EK&#0fc. 
jHWfci'J. §K L H □ >i/'a>r- M 0 0 ^ g 5: 1 IPbIi: 1 0. fr4[£]&#L 
fc. 3*"7.?*0lll&lMfH8«}: <JMU *0jfcfctft&ffifcaTK*T**fti£» 

mMZMW (Minimum Essential Medium) (B#3K8SttSl) ^T-fflfrL. 

t:>-t -y h-c-&<*u a**}-* (250x g . 5») btz. frhnrnxxmaizhv 
^-*fl:7>t=^A«lr* ( P H7.6) fcifcinu l - 2#nei*&3I-fS c i: cJ: 

( 2 ) gM8feg«ife% (£W l i s a) 

T. THYiBSt.) fc3>'>'ay-M.fet ) ©4fflW;. f^S^li^fiiS^J 2 0 

(1) IZEUfcii'J-e*5* s , »«|JWCttMBSO«JbyCSMCCC4-(N- 
Maleimidomethyl)-cyclohexane-l-carboxylic acid N-hydroxysuccinimido 
ester ; '>^Ttt]4ffl^fc. 9 6 7^tf)E I A #3 7*1' — h C, ± 

EOJ:^:M^fc3>s;ay-ht 1 On g/mL, 5 0 m L/KT'^Zi U 4 « 
T-ttttIl/TRf?*fc. K^-hfcifcfra. 1% ^JH»7^^5> (BSA) 
/^A,/^ -y 3 tj V 7 7 — (Phosphate buffered saline : PBS) £ 100 M L/ 

ffiffft. 1% BSA/PBSftJIT. !£7*U- hK&&£v 77. ftjfoiff, fitfc hMT 
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L/K^ai. 2mmi&m.utz. i^u- h£o.o5% -ku^^^x^u> (20) 

V>£* >i;?^U-h[ (ICIttffifflTween 20llia D o : *u#*&g#$S) ]/PBS 
(JBlTTVeen-PBS i: «1B) * > 5^— Hf ffiSB * 4 A 

h 4Tween-PBS"C»sj*k. ABTSgft$ (2.2-7'>V fcf* (3-xf-;U* 
> < /5 1 7 , /-;U.6-7«;U*>^) TV^-^A, lmmol/LABTS/0.1mol/L^X> 
(pH4.2)J fcffiinL/. fgfe£itOD415nmCD©ft££7U-h U- 
(Emax ; Molecular Devices^) 

(3) Tfr*»«flliiaifi<PS«fi 

8-71f^7->»ttV^^#ftai(liiai*P3X63Ag8U.l (P3-U1 : ATCCi 'JJ» 
A) £IE#igifc (lO%?^J£Jfcik^MRPMIi£ife) Mttltettt^x 
10 7 <®&±(D*fflflS£$I«U LTiKLfc. 

(4) M^'J K--7<PfE» 

±E (1) ^»<bnfcv**»«I&i:±E (3) T?»feftfc#MMBfti: fe 1 
0 : lCiiiil^L. il&#flt (250 xg, 5 #) Ufc. WfetifcttHBtfo 
«: J: < IS <* U fcft . ft# U 4 # *> . 37'C T\ # U 1/ > ^ >J 3 -;U - 1000 
(PEG-1000) 2g. MEMJSJft2mLfcJ:tf$'*f-;U;uUjfc#$/K0.7 mLtf)iI?£ 
fcltffflCvtf^Mlffllfiafcy 0. 5 mLiJQA, g»ffl«C 1 - 2 £|H*KME 
Miglfc 1 mL 4 »aiP * fcft. MEM«J6 4 JO A T ± ***50 mLC ftii^CLfc. 

(900 rpm, 5 20 U »fcttfcfct»iia0«iafc*i>S 1 S > 
l/fctt. I2ilfflfl&£. M-cfcSiSiA^i&jiiLT'^a^A^HAT 
iSffi ( 10% ^i/SS^lt?f«RPMl^%CHAT Media Supplement K-'JV^' 
-7>MAttS) iJa*.tzmm 100 mL't'KSSjSIOrt:. 12$$f£&967tigji 
ffl7l/-M-200 AL/^foMl. 5%CO,-f a^-^-*. 37'CT*10~ 
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14BM«F*Lfc, 

K (I KJ£ L T n y h □ - 7 f - b* t- 5i5 L 4 4 £ tf* 3 (I £ $ n S ABB*' 
*bPRMJRiSCJ:*i'D-->^«: 2@'li'JiEU.filt h MT 5 -MMP* J V □ - 

V KM 2 6 4 5 - 2 6 5 5 $:. fti*5fefilIi:l^Mr'J F-7KM2 6 

5 6- 2 6 6 1 ^llfe. 

/W K-TKM2 6 5 5«i(J t KM2 6 5 8 It. fnftlFERM BP 
— 6 8 8 3 £>itfFERM BP- 6 8 8 4 £UT. ¥ffc 1 1 ^ 9 £ 2 1 Btttt 

(5) *J?U-1-)Vtiift.<Dm$k 

^«;^^>Aaaufe8ii^?-K«tv?7. (balb/c) t;±§E.(4) -e»*>n 
fc/^yij K-v«^5~20xio 6 SBfla/E ; en^n^K^i±ltU7 , c. io~2iam. 

6 (1~8 mL/E) Ufc. 
KJHMcfcil&tfJi (1200 xg. 5£) U 

HISlgG^y *-;M3tfctt, ^&£fci&i£ (Antibodies -A Laboratory 

Manual, Cold Spring Harbor Laboratory, 1988] C «fc >J Iff ST* ZtlZk U 
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£4 ffifc hMTS-MMP^y^D-tMltfM^W^'J K-"7 
KM2645~2661^ia^^7 7». 



KM No. 


it m 


KM2645 


G1 


KM2646 


G1 


KH2647 


61 


KM2648 


. G2b 


KM2649 


G2b 


KH2650 


G2b 


KM2651 


G1 


KH2652 


G2b 


KM2653 


G2b 


KM2654 


G2a 


KM2655 


G1 


KM2656 


G1 


KM2657 


G1 


KM265S 


G1 


KM2659 


G1 


KM2660 


G1 


KU2661 


G1 



& 

(1) CO S - 1 Mfcm^CDt h MTS-MMPSfe^ilfe^gA 
t~r, h MT5-MMP3ie?<Dft6«H^^ >ON^CFLAGifb-7'(D 
YKDDDDK, E^J#^ 2 8 ) & P C Rextens ion j£llT# AUfc. #<b*i*: 
t hMT 5 -MMP-F L A Gige? £ IISI^ ? * -"C* €> pTLl Vector OH 
7 (STRATAGENE) |±S* pSG5 Vector (- Sac 1. KphL fcitfSmal. 

I E^aMRF* izmXbtz. I**fl§l i 100 Mg/mL <D7 > £*> U >#£T. 150m 
LCD LB(Luria-Bertani)iSi6T-tg^$:fTV\ NucleoBond Plasmid Kit (£D-J/ 
TV* (CLONTECH) *±&) © AX500 h 'J >v S/.fcJBV\ 77*5 K DNA 
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&&?m\m3.m&t it, atcc frbmALfz-y-)\/wm&&Mmz'$>z>co 

S- 1 $MATCCCRL-1650)£ffl^/z. 5 cm^*'>V - H: 2X 10 5 cells/mL 
i:SSl/^*COS - 1 *fflflS^ 5 mL fro fcaLFuGENE 11 ^ 

^vZ^-y ^^^.-^CMiflg* OPTI-MEM R I (7^7fy^7|-yx>^ 

;i4t»)£4 0 8 uLira^t. FuGENE £ l 2 uLSsinL. ifiicts^^iii 

fc. S'J077**-y tr.f-a.-7lZ Tris-EDTA (pH 8.0) "C 1 pg/pL KJM? L tt± 
IE t: h MT 5 -MMP <D 7 y 7, 5 K DNA jgr# 6 jiL imtU U ISO/; FuGENE $ 

tt^s^^inu. a^Kg-tffcft. i5^ra»ittLfc. :oy 7 ^5KM4 2 

6pL«:«rB*»e>«f«L>!iCOS- 1 «tft&C&ft]U Lfc.tt. 3 

BB«F*%frofc. ®m<DJi&lZ± l) t hMT4 -MMP (2) COSfe? 

(2) ^i^jrv^Dyf-f^KUbbMTS -MMPgagOftSb 

±e (i) iBttcD^rjS«-%v>ae^«SAU/ccos- naiMiMcos 

- lMt^yr-f >^CJ:UHJRLfc. PBSt-lslftM. 1 xio 7 i@/mL 
4 S «fc 9 C S D S - jK U 7 * y )V7 ^ Kftftftlfr (SDS-PAGE) JB? > Ifr* 
'V77 -[0.06mol/L Tris-HCl (PH6.8),2% SDS, 10%^ U "fe 0-;W, 5 % 2 ;W 
-^yhx^y-^fcjjD*.. 1 0 OTCT-54MWftU»L. '«6C«f Sftttltfri: 

±E©«fco«caSUfc«Jfinr*ft««:lOML(l X10 5 ^)/U->T'SDS- 
PAGE (5-20%y7^'x> hy;k 7h-tS) (Antibodies - A Laboratory 
Manual, Cold Spring Harbor Laboratory, 1988J t^ibfctt, PVDFM (5'J 

#7*fcS) i:7Dyf-f^l/fc. 

KJ8«rl%.BSA-PBS"C--rny#">^a. JKBlKltflfc hMTS-MMP*^ ^ 
^fflflt©«F*±»«:K«-e»lnU. M-C2B|«tt«Lfe. &JK ft Tween-PBS 
T-«t <ffi8>Lfcfc. M-Gt^i: L-C2ooofS^»?L/z^;U7j-^i/^— t•^giiS'71^ : 
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S*HfcTween-PBST-J:<8s#Lfc&. ECL kit (77i/t A 7 7^V'>7^-f 
~r ^7 -fiSc) fe/B^-CfciBUrt:. 3>hD-Aft#i:lttt7 , )^MT4-MM, 
P^y ?D-^;l/jft#KM2 5 6 1 i tfjfi F L ag^e y ? □ -- *-;H/t# (M 
2 ; EAST MAN KODAK COMPANYt) £ 1 0 *i g/ml/CSJfcS 

09(;^-r#Cfitt: hMTS-MMP^y^O-^Ufit* (KM2655, KM2658) I* 
t hMT5-MMP*6KO*?ft«:lBS'r566K^h>f*ifiO^> KC1#JI«I= 

(3) M^ffi^S: (7D-^ h * b E^Sfc b MT5.MMPCP&& 

±e (i) ia«t##£ct£v^£^&AL7 k ; :cos- laj&atffRMco s 
«tt*±if sfco. i o o%^*y-;u x-4X:-ei 0 4NH*L3tfc. p 

BST'j5fc#&. 1 0%jE*?1*-¥JliL» iIT4"CT'3 0»B7D*/#>^Ofc. 1 
xlO ! i/fa-7mifcft, SfctUT±»fc&§ . fittlbMT5-MM 
P^y^ n— *-;PSJt#©i£*±fc*jD*"C4r-C-3 o#ih£j£s-&&. pb st- 
fitc anssmvyT.'TAy ^D7U >St# (77^A;ynyy>i: 
HHittfct© ; la^M^) * 3 o^sr i o OML/fa-y^i. 4r. 

i<PBs-c^i^, -t*7*5-r-!f- o-**- 

tt ; EPICS XLsystemll) teTfWrUfc. 3 > h 0-;Pfit#fc .l/"CttF L AG 
^n-^;l/J)tfl£*6vMitltG-CSF»i»flt*y * o— JvHftfc KM511 ft 1 0 

E I 0~H 1 2i:*LfcJ:5i:. ft£&3 «fc 'J^t>n/:KM2 6 4 8. KM 2 
6 5 2 ~ 2 6 5 5 is J: tf<b£iJj 5 J: <J »<b*lfcKM 2 6 5 8&COS- 1 *fflia& 

at hMT5-MMPft^W(i^iijL^. &$4ii±*ai&&. 

E^IJ2 3 : MT5-MMP£>$#7^KSB71 Xaa=N a -Ttf^yn U > 
gg?J2 4 : MT 5 -MMP(DS5^7^ y^ffi^J. Xaa=N a -7-tf-^t^f->' > 
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gejfj 2 5 : MT 5 -MMP<0gP#73 yftlijyij. Xaa=N a - 7ir T)l o << V > 

MS^J 2 6 : MT 5 — MM PcDS5#7 * J ^I2?'J 

ffi^J2 7 : MT 5-MMPOW^7^ y»E5"J 

S2?|J 2 8 : F L AGxt' h-7 

##gBJt:J: V&bnZ>m®#V<7* KMT4-MMP(2)Ofit*4f^5:' 

JFife. Wife. IfcKflMfc. filfiUH. IBttM*. ftK»Ji. 

is, ffffe. ttKBMt. amus. ibsm. mff. ftm*.' 
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it * (D m m 

2. tt#JHlE«0#y*7*K®*1-$7 3yi*EWKiStvc 1 1» L< tt&<@ 

7 . Dx7-t'S&£W1"S*'l'^7'f- K4B«"*"*St#. 

3. E?iJ#^2iB«©7 5 yttEWfcfcS#y*7^K£B»1"38t#. 

4. ft*a3©^U'<yf-K©*-r67 5 y«E5iJf-iS^T 1 fcl/<(iRffl©7 

5. E5fl#*5Efc®7 3VKE?J*» < b&S#y''^*- K'feSK-TSSt*. 

6. fS*^5fH«0* , U^^^K0^-ra7 5ySE^J{-«^T 1 b < te&II 

©7 5;»*% iaat.u<{i«in$nfc7 5>'»E5>j*^<cu. *o**n 

8. a*a7E«®jj<y^^f-K©«-rs75>'»E5>Jcev^ itu<&&ii 

•7 a =r 7 - -trStt 5: *r1" 5 * U * 7* K 5: BIBI* 5 fit#. 

9. 1 8 W 1 acE8<0fit#4ffl^6 w i: 4«r»J: t5. ft 
1 a><b 8 l"3CKE«OsKU^^HO*fi*tt*itife 

& 83 « <fc tr-y- > K 4 V * EL ISA & a* <b 31 «n a ft ft* &*J& it ST- £> a , ft * 

12. ftfi£«j£*i£**. atifettittS. ft«»*8M*fc. IfcltttttilBBftfiflt 
"fltffi. ftffifilWt^Sfcfeft. Vx.-xf>'7n»j7-4>#&. ftgfcfc®i£> ®?i?ft 
SB £i£ fc «t Cf -9- > K -f V * EL I SA j£ <b 31 ttft 5 ft W^JU »t? * a . ft # 
9 l l Ett©ftffi*MSftS. 
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ttttnssu fv*-. *a. saftfisa. 7 h £-&&)»*. 

ife. IK€ffi. tftJiltt&Jgft. KS»«K#-5ftffik£. ffF*. Wife. JSife. UK 
«<b. fill, SffiB*. I'J«, fctt««fct±fiHH*0«iBK#3 

tt#® 1 4 0^1**1** 1 aCEfcOfltfctrfl^TI**' 

i 5. ii&ki frb4<D^Tft*imiztm<DX x ) 

1 6. M*R1 4*fctil 5E«03ETirc»&ftfcfl:fr*fc£*-r*. JK^ttB 
'j*jmtt4>3Kft. HW»*C#3fc«K£. Iff*. »*• 83&« 

ttjRVft. amuR. mm. nm&%. &mm**i±&&d&<Dmiz 

17. 5 ^ E> 8 OV>1 , n4> 1 SCEKOttfr* ttt « . *JBttBfl®£. 

*, dUALttMft. MHMtCfMfcgfifc, ffF*. Wife. 1?*. iiJiR 

flMfc, SHotf!. S&MS. IS*. 88&fti5. Il§f. fiilli#©aiHfc:#5*£. 

1 8. WMS^^SOv^n^UCCEftOsKy^^KtJBSl-rSIBBfc* 

aitt^i: & ts#^ 5 *^ 8 i aj-E«ott#*«^"CK* 
1 9. m&m5frbs<D^i?ftfriwzm®<DXv 
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2 0. 111*8 1 8itlil 9E«fl)3SfST-»t»*ifcft$ftt«t6. X^ttH 
tt&ffife, *JfiLtt&j£A. mU&mzfto%&Kfo > ffifc. Wife. It*. 
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SEQUENCE LISTING 
<110> KYOWA HAKKO KOGYO CO. , LTD. 

<120> NOVEL ANTIBODY, MEDICAMENT COMPRISING SAID ANTIBODY, AND METHOD OF 
SCREENING COMPOUNDS USING SAID ANTIBODY 

<130> PH-669-PCT 

<140> 
<141> 

<160> 28 

<170> Patentln Ver. 2.0 

<210> 1 
<211> 587 
<212> PRT - 
<213> Mouse 

<400> 1 

Met Gly Arg Arg Pro Arg Gly Pro Gly Ser Pro Arg Gly Pro Gly Pro 
15 10 15 

Pro Arg Pro Gly Pro Gly Leu Pro Pro Leu Leu Leu Val Leu Ala Leu 
20 25 30 

Ala Ala His Gly Gly Cys Ala Ala Pro Ala Pro Arg Ala Glu Asp Leu 
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35 40 45 

Ser Leu Gly Val Glu Trp Leu Ser Arg Phe Gly Tyr Leu Pro Pro Ala 
50 55 60 

Asp Pro Ala Ser Gly Gin Leu Gin Thr Gin Glu Glu Leu Ser Lys Ala 
65 70 75 80 

lie Thr Ala Met Gin Gin Phe Gly Gly Leu Glu Thr Thr Gly lie Leu 
85 ' 90 95 

Asp Glu Ala Thr Leu Ala Leu Met Lys Thr Pro Arg Cys Ser Leu Pro 
100 105 110 

Asp Leu Pro Pro Gly Ala Gin Ser Arg Arg Lys Arg Gin Thr Pro Pro' 
115 120 125 

Pro Thr Lys Trp Ser Lys Arg Asn Leu Ser Trp Arg Val Arg Thr Phe 
130 135 140 

Pro Arg Asp Ser Pro Leu Gly Arg Asp Thr Val Arg Ala Leu Met Tyr 
145 150 155 160 

Tyr Ala Leu Lys Val Trp Ser Asp tie Thr Pro Leu Asn Phe His Glu 
165 170 175 ' 

Val Ala Gly Asn Ala Ala Asp He Gin lie Asp Phe Ser Lys Ala Asp 
180 185 190 
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His Asn Asp Gly Tyr Pro Phe Asp Gly Pro Gly Gly Thr Val Ala His 
195 200 205 

Ala Phe Phe Pro Gly Asp His His Thr Ala Gly Asp Thr His Phe Asp 
210 215 220 

Asp Asp Glu Pro Trp Thr Phe Arg Ser Ser Asp Ala. His Gly Met Asp 
225 230 235 240 

Leu Phe Ala Val Ala Val His Glu Phe Gly His Ala He Gly Leu Ser 
245 250 255 

His Val Ala Ala Pro Ser Ser He Met Gin Pro Tyr Tyr Gin Gly Pro 
260 265 270 

Val Gly Asp Pro Val Arg Tyr Gly Leu Pro Tyr Glu Asp Arg Val Arg 
275 280 285 

Val Trp Gin Leu Tyr Gly Val Arg Glu Ser" Val Ser Pro Thr Ala Gin 
290 295 300 

Leu Asp Thr Pro Glu Pro Glu Glu P.ro Pro Leu Leu Pro Glu Pro Pro 
305 310 315 320 

Asn Asn Arg Ser Ser Thr Pro Pro Gin Lys Asp Val Pro His Arg Cys 
325 330 335 

Thr Ala His Phe Asp Ala Val Ala Gin He Arg Gly Glu Ala Phe Phe 
340 345 350 
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Phe Lys Gly Lys Tyr Phe Trp Arg Leu Thr Arg Asp Arg His Leu Val 
355- . 360 365 

Ser Leu Gin Pro Ala Gin Met His Arg Phe Trp Arg Gly Leu Pro Leu 
370 375 380 

His Leu Asp Ser Val Asp Ala Val Tyr Glu Arg Thr Ser Asp His Lys 
385 390 395 400 

He Val Phe Phe Lys Gly Asp Arg Tyr Trp Val Phe Lys Asp Asn Asn 
405 410 415 

Val Glu Glu Gly Tyr Pro Arg Pro Val Ser Asp Phe Ser Leu Pro Pro 
420 425 430 

Gly Gly lie Asp Ala Val Phe Ser Trp Ala His Asn Asp Arg Thr Tyr 
435 440 445 

Phe Phe Lys Asp Gin Leu Tyr Trp Arg Tyr Asp Asp His Thr Arg Arg 
450 455 460 

Met Asp Pro Gly Tyr Pro Ala Gin Gly Pro Leu Trp Arg Gly Val Pro 
. 465 470 475 480 

Ser Met Leu Asp Asp Ala Met Arg Trp Ser Asp Gly Ala Ser Tyr Phe 
485 490 495 

Phe Arg Gly Gin Glu Tyr Trp Lys Val Leu Asp Gly Glu Leu Glu Ala 
500 505 510 
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Ala Pro Gly Tyr Pro Gin Ser Thr Ala Arg Asp Trp Leu Val Cys Gly 
515 520 525 

Glu Pro Leu Ala Asp Ala Glu Asp Val Gly Pro Gly Pro Gin Gly Arg 
530 535 - 540 

Ser Gly Ala Gin Asp Gly Leu Ala Val Cys Ser Cys Thr Ser Asp Ala 
545 550 555 560 

His Arg Leu Ala Leu Pro Ser Leu Leu Leu Leu Thr Pro Leu Leu Trp 
565 - 570 575 

Gly Leu Trp Thr Ser Val Ser Ala Lys Ala Ser 
580 585 

<210> 2 
<211> 605 
<212> PRT 

<213> Homo sapiens ' 
<400> 2 

Met Arg Arg Arg Ala Ala Arg Gly Pro Gly Pro Pro Pro Pro Gly Pro 
1 5 10 15 

Gly Leu Ser Arg Leu Pro Leu Leu Pro Leu Pro Leu Leu Leu Leu Leu 

20 25 30 

Ala Leu Gly Thr Arg Gly Gly Cys Ala Ala Pro Glu Pro Ala Arg Arg 
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35 40. 45 

Ala Glu Asp Leu Ser Leu Gly Val Glu Trp Leu Ser Arg Phe .Gly Tyr 
50 55 60 

Leu Pro Pro Ala Asp Pro Thr Thr Gly Gin Leu Gin Thr Gin Glu Glu 
65 70 75 80 

Leu Ser Lys Ala He Thr Ala Met Gin Gin Phe Gly Gly Leu Glu Ala 
85 90 95 

Thr Gly He Leu Asp Glu Ala Thr Leu Ala Leu Met Lys Thr Pro Arg 
100 105 110 

Cys Ser Leu Pro Asp Leu Pro Val Leu Thr Gin Ala Arg Arg Arg Arg 
115 120 125 

Gin Ala Pro Ala Pro Thr Lys Trp Asn Lys Arg Asn Leu Ser Trp Arg 
130 135 140 

Val Arg Thr Phe Pro Arg Asp Ser Pro Leu Gly His Asp Thr Val Arg 
145 150 155 160 

Ala Leu Met Tyr Tyr Ala Leu Lys Val Trp Ser Asp He Ala Pro Leu 
165 170 175 

Asn Phe His Glu Val Ala Gly Ser Thr ..la Asp He Gin He Asp Phe 
180 185 190 
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Ser Lys Ala Asp His Asn Asp Gly Tyr Pro Phe Asp Ala Arg Arg His 
195 200 ' ' 205 

Arg Ala His Ala Phe Phe Pro Gly His His His Thr Ala Gly Tyr Thr 
210 215 220 

His Phe Asn Asp Asp Glu Ala.Trp Thr Phe Arg Ser Ser Asp Ala His 
225 230 235 240 

Gly Met Asp Leu Phe Ala Val Ala Val His Glu Phe Gly His Ala He 
245 250 255 

Gly Leu Ser His Val Ala Ala Ala His Ser He Met Arg Pro Tyr Tyr 
260 265 270 

Gin Gly Pro Val Gly Asp. Pro Leu Arg Tyr Gly Leu Pro Tyr Glu Asp 
275 280 285 

Lys Val Arg Val Trp Gin Leu Tyr Gly Val Arg Glu Ser Val Ser Pro 
290 295 300 

Thr Ala Gin Pro Glu Glu Pro Pro Leu Leu Pro Glu Pro Pro Asp Asn 
305 310 315 320 

Arg Ser Ser Ala Pro Pro Arg Lys Asp Val Pro His Arg Cys Ser Thr 
325 330 335 

His Phe Asp Ala Val Ala Gin lie Arg Gly Glu Ala Phe Phe Phe Lys 
340 • 345 350 
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Gly Lys Tyr Phe Trp Arg Leu Thr Arg Asp Arg His Leu Val Ser Leu 
355 360 365 

Gin Pro Ala Gin Met His Arg Phe Trp Arg Gly Leu Pro Leu His Leu 
370 375 380 

Asp Ser Val Asp Ala Val Tyr Glu Arg Thr Ser Asp His Lys He Val 
385 390 395 400 

Phe- Phe Lys Gly Asp Arg Tyr Trp Val Phe Lys Asp Asn Asn Val Glu 
405 410 415 

Glu Gly Tyr Pro Arg Pro Val Ser Asp Phe Ser Leu Pro Pro Gly Gly 
420 425 430 

He Asp Ala Ala Phe Ser Trp Ala His Asn Asp Arg Thr Tyr Phe Phe 
435 440 445 

Lys Asp Gin Leu Tyr Trp Arg Tyr Asp Asp His Thr Arg His Met Asp 
450 455 460 

Pro Gly Tyr Pro Ala Gin Ser Pro Leu Trp Arg Gly Val Pro Ser Thr 
' 465 470 475 480 

Leu Asp Asp Ala Met Arg Trp Ser Asp Gly Ala Ser Tyr Phe Phe Arg 
485 490 495 

Gly Gin Glu Tyr Trp Lys Val Leu Asp Gly Glu Leu Glu Val Ala Pro 
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500 505 510 

Gly Tyr Pro Gin Ser Thr Ala Arg Asp Trp Leu Val Cys Gly Asp Ser 
515 520 525 

Gin Ala Asp.Gly Ser Val Ala Ala Gly Val Asp Ala Ala Glu Gly Pro 
530 535 540 

Arg Ala Pro Pro Gly Gin His Asp Gin Ser Arg Ser Glu Asp Gly Tyr 
545 550 - 555 560 

Glu Val Cys Ser Cys Thr Ser Gly Ala Ser Ser Pro Pro Gly Ala Pro 
565 570 575 

Gly Pro Leu Val Ala Ala Thr Met Leu Leu Leu Leu Pro Pro Leu Ser 
580 585 590 

Pro Gly Ala Leu Trp Thr Ala Ala Gin Ala Leu Thr Leu 
595 600 605 

<210> 3 
<2U> 3517 
<212> D N A 
<213> Mouse 

<220> 
;22l> CDS 

<222> (86).. (1846) 
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<400> 3 

ggcacgaggg cgcggagccg agcgaggcgc ggagctggct gctggcgggt gcggggaccc 60 

• tcgccacccg acctgggaga gcggg atg gga cgc cgc ccg egg gga cct ggg 112 

Met Gly Arg Arg Pro Arg Gly Pro Gly 

1 5 

tec ccc egg gga cct ggc cct cca cgc ccc ggg ccg ggg ctg cca cca 160 

Ser Pro Arg Gly Pro Gly Pro Pro Arg Pro Gly Pro Gly Leu Pro Pro 

10 15 20 25 

ctg ctg ctt gta ctg gcg ctg gcg gec cat ggg ggc tgc gca gcg ccc 208 
Leu Leu Leu Val Leu Ala Leu Ala Ala His Gly Gly Cys Ala Ala Pro 
30 35 40 

gcg ccc cgc gcg gag gac etc age etc ggg gtg gag tgg eta age agg 256 
Ala Pro Arg Ala Glu Asp Leu Ser Leu Gly Val Glu Trp Leu Ser Arg 
45 50 55 

ttt ggc tac ctg ccg cct gca gat ccg gca tea ggg cag eta cag acc 304 
Phe Gly Tyr Leu Pro Pro Ala Asp Pro Ala Ser Gly Gin Leu Gin Thr 
60 65 70 

cag gag gaa ctg tec aaa gcg att act gee atg cag cag ttt ggt ggt 352 
Gin Glu Glu Leu Ser Lys Ala He Thr Ala Met Gin Gin Phe Gly Gly 
75 80 • 85 

ctg gag acc act ggc ate eta gat gag gee act ctg gec ctg atg aaa 400 
Leu Glu Thr Thr Gly He Leu Asp Glu Ala Thr Leu Ala Leu Met Lys 
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90 



95 



100 



105 



acc cct cga tgc tec ctt ccg gac ctg ccc cct ggg gec caa teg aga 
Thr Pro Arg Cys Ser Leu Pro Asp Leu Pro Pro Gly Ala Gin Ser Arg 
110 115 120 



448 



agg aag egg cag act cca ccc cca acc aaa tgg age aag agg aac ctt 
Arg Lys Arg Gin Thr Pro Pro Pro Thr Lys Trp Ser Lys Arg Asn Leu 
125 130 135 



496 



tct tgg agg gtc egg aca ttc cca egg gac tea ccc ctg ggc egg gat 
Ser Trp Arg Val Arg Thr Phe Pro Arg Asp Ser Pro Leu Gly Arg Asp 
140 145 150 



544 



act gtg cgt gca etc atg tac tac gee etc aaa gtc tgg agt gac ate 
Thr Val Arg Ala Leu Met Tyr Tyr Ala Leu Lys Val Trp Ser Asp He 
155 160 165 



592 



aca ccc ttg aac ttc cac gag gta gcg ggc aac gcg gcg gac ate cag 
Thr Pro Leu Asn Phe His Glu Val Ala Gly Asn Ala Ala Asp lie Gin 
170 175 , 180 185 



640 



ate gac ttc tec aag gee gac cac aat gac ggc tac ccc ttc gat ggc 
lie Asp Phe Ser Lys Ala Asp His Asn Asp Gly Tyr Pro Phe Asp Gly 
190 195 200 



688 



cct ggt ggc acg gtg gee cac gca ttc ttc cct ggt gac cac cac acg 
Pro Gly Gly Thr Val Ala His Ala Phe Phe Pro Gly Asp His His Thr 
205 210 215 



736 
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gca ggg gac ace cac ttt gat gac gat gag cca tgg acc ttc cgt tec 
Ala Gly Asp Thr His Phe Asp Asp Asp Glu Pro Trp Thr Ptie Arg Ser 
220 225 230 



784 



tea gat gee cac ggg atg gac ctg ttt gca gtg gee gtc cat gag ttt 
Ser Asp Ala His Gly Met Asp Leu Phe Ala Val Ala Val His Glu Phe 
235 240 245 



832 



ggt cat gee att ggt ctg age cat gtt gec gec cca age tec ate atg 
Gly His Ala He Gly Leu Ser His Val Ala Ala Pro Ser Ser He Met 
250 255 ' 260 265 



880 



caa ccg tac tac cag ggc ccc gtg ggt gac ecc gta cgc tat gga ctt 
Gin Pro Tyr Tyr Gin Gly Pro Val Gly Asp Pro Val Arg Tyr Gly Leu 
270 275 280 



928 



ccc tat gag gac agg gtg cgt gtc tgg cag ttg tac ggt gtg egg gaa 
Pro Tyr Glu Asp Arg Val Arg Val Trp Gin Leu Tyr Gly Val Arg Glu 
285 . 290 295 



976 



tec gtg tec cct act gee cag ctg gat acc cca gag ccc gag gag cca 
Ser Val Ser Pro Thr Ala Gin Leu Asp Thr Pro Glu Pro Glu Glu Pro 
300 305 310 



1024 



ccc etc ctg cca gag ccc ccc aac aat egg tct age act ccg ccc cag 
Pro Leu Leu Pro Glu Pro Pro Asn Asn Arg Ser Ser Thr Pro Pro Gin 
315 320 325 



1072 
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aag gac gtg cct cac agg tgc act gcc cac ttt gat get gtg gec cag 1120 

Lys Asp Val Pro His Arg Cys Thr Ala His Phe Asp Ala Val Ala Gin 

330 335 340 345 

att cga ggc gaa gca ttc ttt ttc aaa ggc aag tat ttc tgg agg ctg 1168 

He Arg Gly Glu Ala Phe Phe Phe Lys Gly Lys Tyr Phe Trp Arg Leu 
350 355 360 



acc egg gac cga cac ttg gtg teg ctg cag ccg get caa atg cat cgc 1216 
Thr Arg Asp Arg His Leu Val Ser Leu Gin Pro Ala Gin Met His Arg 
365 370 375 

ttc tgg egg ggc ctg ccg ctg cac ctg gac agt gtg gac gcc gtg tat 1264 
Phe Trp Arg Gly Leu Pro Leu His Leu Asp Ser Val Asp Ala Val Tyr 
380 385 390 

gag cgt acc agt gac cac aag att gtc ttc ttc aaa gga gac aga tac 1312 
Glu Arg Thr Ser Asp His Lys He Val Phe Phe Lys Gly Asp Arg Tyr 
395 400 405 

tgg gtg ttt aag gac aac aac gta gag gaa ggg tac ccg cga cct gtc 1360 
Trp Val Phe Lys Asp Asn Asn Val Glu Glu Gly Tyr Pro Arg Pro Val 
410 415 420 . 425 

tec gac ttc age etc ccg cca ggt ggc ate gat get gtc ttc tec tgg 1408 
Ser Asp Phe Ser Leu Pro Pro Gly Gly He Asp Ala Val Phe Ser Trp 
430 435 440 

gcc cac aat gac agg act tat ttc ttt aag gac cag ctg tac tgg cgc 1456 
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Ala His Asn Asp Arg Thr Tyr Phe Phe Lys Asp Gin Leu Tyr Trp Arg 
445 450 455 

tat gat gac cac aca egg cgc atg gac cct ggc tac cct gec cag gga 1504 
Tyr Asp Asp His Thr Arg Arg Met Asp Pro Gly Tyr Pro Ala Gin Gly 
460 . 465 470 

ccc ctg tgg aga ggt gtc ccc age atg ttg gat gat gec atg cgc tgg 1552 
Pro Leu Trp Arg Gly Vat Pro Ser Met Leu Asp Asp Ala Met Arg Trp 
475 480 485 

tct gat ggt gca tec tat ttc ttc cga ggc cag gag tac tgg aaa gtg 1600 
Ser Asp Gly Ala Ser Tyr Phe Phe Arg Gly Gin Glu Tyr Trp Lys Val 
490 495 500 505 

ctg gat ggc gag ctg gaa gca gec ccc ggg tac cca cag tct aca gec 1648 
Leu Asp Gly Glu Leu Glu Ala Ala Pro Gly Tyr Pro Gin Ser Thr Ala 
510 515 520 

cgc gac tgg ctg gta tgc ggt gag ccg ctg gcg gat gcg gag gat gta 1696 
Arg Asp Trp Leu Val Cys Gly Glu Pro Leu Ala Asp Ala Glu Asp Val 
525 530 535 

ggg cct gga ccc cag ggc cgc agt ggg gee caa gat ggt ctg gca gta 1744 
Gly Pro Gly Pro Gin Gly Arg Ser Gly Ala Gin Asp Gly Leu Ala Val 
540 545 550 

tgt tec tgc act tea gac gca cac agg ttg gca ctg cca tct ctg ctg 1792 
Cys Ser Cys Thr Ser Asp Ala His Arg Leu Ala Leu Pro Ser Leu Leu 
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555 560 565 

ctt ctg act cca ctg.ctg tgg ggc ctg tgg acc tea gtc tct gec aag 1840 
Leu Leu Thr Pro Leu Leu Trp Gly Leu Trp Thr Ser Val Ser Ala Lys 
570 575 580 585 

gca tec tgagggcagt getagecttg eggatcaagg agecagggga gcagggacac 1896 
Ala Ser 

actggccagt actcagcagg acttgtgctc caagcttccg gtccctcgct ccttccttcc 1956 
ttccttcctt gaacccaggg gtgctgtgcc atctgctgga gtggtctcca gctgggacag 2016 
gacgtcccac caagggcatc catgcacacc ttgcctacct ggagcageca taggcagctc 2076 
ccc'ttccctc ctctgcacat cacgctgctt cgttgcacct tgccgggctg cccaagccca 2136 
gctgtcacaa ccccaggatg ccttgtctgc acctgagegg ctctgatggc atetgeaegt 2196 
gggctgatga ggggcaaaca ggggttcctc gtggtatccg taggggecac catgcctgtt 2256 
tcacaagtaa gagagttgat gccccgatgg gggaacaggg tgggagaaag gcacctaccc 2316 
agaagtctga tccactgccg tttgcagcag ccagcgccgt atctgctggg ataggggacc 2376 
agtcacactc aggatctgee cacagattcc cagatgetgg caaggggect tgctccaact 2436 
accaggagca cagccacctc tccccgtcct agataggtta gecatggagg ctgtgtcctg 2496 
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ttatctccct ctctttggcc aggagagcat 



ggtggggggc gcccatagag atatttcttc 



gcccccatat agttctggcc tgagaccctg 



gctgcagaag ggcttctaac acctggaata 



tggttggggg agcccagggt gatagcaagg 



cggggagtca tgacaatgtt accgcctaac 



ttctctgggt gacaaacctc catggtccag 



taatgagctc cagaaaggaa cagccaagtt 



aacagggcca cccaggtagg cgtggctgta 



atgaaaatta gtgatcacac gcacataccc 



gtaagaaagg cttctgtcta ccccaggcca 



ctagcggggc ctaagtttct accctccatt 



tcagactagg caggacagag tcaggggtag 



caccctactc tgccctcata teaaagcacg 



ctgcaggaca cagatgtcct atacagcaac 
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tgtgggtctc cctcgggtgc tgttgatggg 2556 

atctgtcagt acccattgct tcagcaagat 2616 

cagcttggac tcacagctgt cccctcccca 2676 

aaggtgggcg ttcagtttag ggaaggagga 2736 

gggagctgca gggataagtg tcagggtcct 2796 

ttggagatgt aggagctgtg cacggattgc 2856 

aaaggggctg aggttgaacc caagatgggt 2916 

caaaggttct gggacaagac gggcctgagg 2976 

gggtaagcag "tttctgtcat tgggcacgag 3036 

ccctccccaa ctggcccggt cccatctcag 3096 

ggtttgagtg ttgtcaggat gagtgagcag 3156 

tcccaagcct ggccacaccc tagacccctg 3216 

gggcatctga ggtttccctg tcttggaagc 3276 

ctcctatgat gtcccatgtt gtccaccagc 3336 

agggaaagtc caaaaatctt tgtcacatag 3396 
16/61 



WO 00/18805 



PCT/JP99/05350 



cactgaaaac cagacccgca ggctggagct gtctagatgc tggtgtcaca ctcattttaa 3456 
aacccaaact cttaataaaa attttgtaca ctggaaaaaa aaaaaaaaaa aaaaaaaaaa 3516 
a " 3517 

<210> 4 
<211> 2423 
<212> DNA 
<213> Homo sapiens 

<220> 
<221> CDS 

<222> (100).. (1914) 
<400> 4 

ccggcggggg cgccgcggag agcggagggc gccgggctgc ggaacgcgaa gcggagggcg 60 

cgggaccctg cacgccgccc gcgggcccat gtgagcgcc atg egg cgc cgegea 114 

Met Arg Arg Arg Ala 
1 5 

gec egg gga ccc ggc ccg ccg ccc cca ggg ccc gga etc teg egg ctg 162 
Ala Arg Gly Pro Gly Pro Pro Pro Pro Gly Pro Gly Leu Ser Arg Leu 
10 15 20 

ccg ctg ctg ccg ctg ccg ctg ctg ctg ctg ctg gcg ctg ggg acc cgc 210 
Pro Leu Leu Pro Leu Pro Leu Leu Leu Leu Leu Ala Leu Gly Thr Arg 
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25 30 35 

ggg ggc tgc gcc gcg.ccg gaa ccc gcg egg cgc gcc gag gac etc age 258 
Giy Gly Cys Ala Ala Pro Glu Pro Ala Arg Arg Ala Glu Asp Leu Ser 
40 45 50 

ctg gga gtg gag tgg eta age agg ttc ggt tac ctg ccc ccg get gac 306 
Leu Gly Val Glu Trp Leu Ser Arg Phe Gly Tyr Leu Pro'Pro Ala Asp 
55 60 65 

ccc aca aca ggg cag ctg cag acg caa gag gag ctg tct aag gcc ate 354 

v. 

Pro Thr Thr Gly Gin Leu Gin Thr Gin Glu Glu Leu Ser Lys Ala lie 
70 75 80 85 

aca gcc atg cag cag ttt ggt ggc ctg gag gcc ace ggc ate ctg gac 402 
Thr Ala Met Gin Gin Phe Gly Gly Leu Glu Ala Thr Gly He Leu Asp 
90 95 100 

gag gcc ace ctg gcc ctg atg aaa acc cca cgc tgc tec ctg cca gac 450 
Glu Ala Thr Leu Ala Leu Met Lys Thr Pro Arg Cys Ser Leu Pro Asp 
105 110 115 

etc cct gtc ctg acc cag get cgc agg aga cgc cag get cca gcc ccc 498 
Leu Pro Val Leu Thr Gin. Ala Arg Arg Arg Arg Gin Ala Pro Ala Pro 
120 125 130 

acc aag' tgg aac aag agg aac ctg teg tgg agg gtc egg acg ttc cca 546 
Thr Lys Trp Asn Lys Arg Asn Leu Ser Trp Arg Val Arg Thr Phe Pro 
135- 140 145 
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egg gac tea cca ctg ggg cac gac acg gtg cgt gca etc atg tac tac 594 
Arg Asp Ser Pro Leu Giy His Asp Thr Val Arg Ala Leu Met Tyr Tyr 
150 155 160 165 

gec etc aag gtc tgg age gac att gcg ccc ctg aac ttc cac gag gtg 642 
Ala Leu Lys Val Trp Ser Asp He Ala Pro Leu Asn Phe His Glu Val 
170 175 180 

gcg ggc age ace gee gac ate cag ate gac ttc tec aag gee gac cat 690 
Ala Gly Ser Thr Ala Asp He Gin He Asp Phe Ser Lys Ala Asp His 
185 190 195 

aac gac ggc tac ccc ttc gac gec egg egg cac cgt gec cac gee ttc 738 
Asn Asp Gly Tyr Pro Phe Asp Ala Arg Arg His Arg Ala His Ala Phe 
200 . 205 210 

ttc ccc ggc cac cac cac ace gee ggg tac acc cac ttt aac gat gac 786 
Phe Pro Gly His His His Thr Ala Gly Tyr Thr His Phe Asn Asp Asp 
215 220 225 

gag gee tgg acc ttc cgc tec teg gat gec cac ggg atg gac ctg ttt 834 
Glu Ala Trp Thr Phe Arg Ser Ser Asp Ala His Gly Met Asp Leu Phe 
230 235 240 245 

gca gtg get gtc cac gag ttt ggc cac gee att ggg tta age cat gtg 882 
Ala Val Ala Val His Glu Phe Gly His Ala lie Gly Leu Ser His Val 
250 255 260 
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gcc get gca cac tec ate atg egg ccg tac tac cag ggc ccg gtg ggt 930 
Ala Ala Ala His Ser lie Met Arg Pro Tyr Tyr Gin Gly Pro Val Gly 
' 265 270 , 275 

gac ccg ctg cgc tac ggg etc ccc tac gag gac aag gtg cgc gtc tgg 978 
Asp Pro Leu Arg Tyr Gly Leu Pro Tyr Glu Asp Lys Val Arg Val Trp 
280 285 290 

cag ctg tac ggt gtg egg gag tct gtg tct ccc acg- gcg cag ccc gag 1026 
Gin Leu Tyr Gly Val Arg Glu Ser Val Ser Pro Thr Ala Gin Pro Glu 
295 300 305 

gag cct ccc ctg ctg ccg gag ccc cca gac aac egg tec -age gcc ccg 1074 
Glu Pro Pro Leu Leu Pro Glu Pro Pro Asp Asn Arg Ser Ser Ala Pro 
310 315 320 325 

ccc agg aag gac gtg ccc cac aga tgc age act cac ttt gac gcg gtg 1122 
Pro Arg Lys Asp Val Pro His Arg Cys Ser Thr His Phe Asp Ala Val 
330 335 340 

gcc cag ate egg ggt gaa get ttc ttc ttcaaa ggc aag tac ttc tgg 1170 
Ala Gin He Arg Gly Glu Ala Phe Phe Phe Lys Gly Lys Tyr Phe Trp 
345 . 350 355 

egg ctg acg egg gac egg cac ctg gtg tec ctg cag ccg gca cag atg 1218 
Arg Leu Thr Arg Asp Arg His Leu Val Ser Leu Gin Pro Ala Gin Met 
360 365 370 

cac cgc ttc tgg egg ggc ctg ccg ctg cac ctg gac age gtg gac gcc 1266 
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His Arg Phe Trp Arg Gly Leu Pro Leu His Leu Asp Ser Val Asp Ala 
375 380 385 

gtg tac gag cgc acc age gac cac aag ate gtc'ttc ttt aaa gga gac 1314 
Val Tyr Glu Arg Thr Ser Asp His Lys He Val Phe Phe Lys Gly Asp 
390 395 400 405 

agg tac tgg gtg ttc aag gac aat aac gta gag gaa gga tac ccg cgc 1362 
Arg Tyr Trp Val Phe Lys Asp Asn Asn Val Glu Glu Gly Tyr Pro Arg 
. 410 415 420 

ccc gtc tec gac ttc age etc ccg cct ggc ggc ate gac get gec ttc 1410 
Pro Val Ser Asp Phe Ser Leu Pro Pro Gly Gly lie Asp Ala Ala Phe 
425 430 435 

tec tgg gee cac aat gac agg act tat ttc ttt aag gac cag ctg tac 1458 
Ser Trp Ala His Asn Asp Arg Thr Tyr Phe Phe Lys Asp Gin Leu Tyr 
440 445 450 

tgg cgc tac gat gac cac acg agg cac atg gac ccc ggc tac ccc gee 1506 
Trp Arg Tyr Asp Asp His Thr Arg His Met Asp Pro Gly Tyr Pro Ala 
455 460 465 

cag age ccc ctg tgg agg ggt gtc ccc age acg ctg gac gac gee atg 1554 
Gin Ser Pro Leu Trp Arg Gly Val Pro Ser Thr Leu Asp Asp Ala Met 
470 475 480 485 

cgc tgg tec gac ggt gee tec tac ttc ttc cgt ggc cag gag tac tgg 1602 
Arg Trp Ser Asp Gly Ala Ser Tyr Phe Phe Arg Gly Gin Glu Tyr Trp 
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490 495 500 

aaa gtg ctg gat ggc gag ctg gag gtg gca ccc ggg tac cca cag tec 1650 
Lys Val Leu Asp Gly Glu Leu Glu Val Ala Pro Gly Tyr Pro Gin Ser 
505 510 515 

acg gec egg gac tgg ctg gtg tgt gga gac tea cag gee gat gga tct 1698 
Thr Ala Arg Asp Trp Leu Val Cys Gly Asp Ser Gin Ala Asp Gly Ser 
520 525 530 

gtg get gcg ggc gtg gac gcg gca gag ggg ccc cgc gee cct cca gga 1746 
Val Ala Ala Gly Val Asp Ala Ala Glu Gly Pro Arg Ala Pro Pro Gly 
535 540 545 



caa cat gac cag age cgc teg gag gac ggt tac gag gtc tgc tea tgc 1794 
Gin His Asp Gin Ser Arg Ser Glu Asp Gly Tyr Glu Val Cys Ser Cys 
550 555 560 565 

acc tct ggg gca tec tct ccc ccg ggg gee cca ggc cca ctg gtg get' 1842 
Thr Ser Gly Ala Ser Ser Pro Pro Gly Ala Pro Gly Pro Leu Val Ala 
570 575 580 



18.90 



gee acc atg ctg ctg ctg ctg ccg cca ctg tea cca ggc gec ctg tgg 
Ala Thr Met Leu Leu Leu Leu Pro Pro Leu Ser Pro Gly Ala Leu Trp 
585 590 595 



aca gcg gee cag gee ctg acg eta tgacacacag cgcgagccca tgagaggaca 1944 
Thr Ala Ala Gin Ala Leu Thr Leu 
600 605 
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gaggcggtgg gacagcctgg ccacagaggg caaggactgt gccggagtcc ctgggggagg 2004 

tgctggcgcg ggatgaggac gggccaccct ggcaccggaa ggccagcaga gggcacggcc 2064 

cgccagggct gggcaggctc aggtggcaag gacggagctg tcccctagtg agggactgtg 2124 

ttgactgacg agccgagggg tggccgctcc agaagggtgc ccagtcaggc cgcaccgccg 2184 

ccagcctcct ccggccctgg agggagcatc tcgggctggg ggcccacccc tctctgtgcc 2244 

ggcgccacca accccaccca cactgctgcc tggtgctccc gccggcccac agggcctccg 2304 

tccccaggtc cccagtgggg cagccctccc cacagacgag ccccccacat ggtgccgcgg 2364 

cacgtccccc ctgtgacgcg ttccagacca acatgacctc tccctgcttt gtagcggcc 2423 

<210> 5 
<211> 618 
<212> PRT 
<213> Mouse 

<400> 5 

Met Pro Arg Ser Arg Gly Gly Arg Ala Ala Pro Gly Gin Ala Ser Arg 
1 5 10 15 

frp Ser Gly Trp Arg Ala Pro Gly Ar<: Leu Leu Pro Leu Leu Pro Ala 
20 25 30 
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Leu Cys Cys Leu Ala Ala Ala Ala Gly Ala Cly Lys Pro Ala Gly Ala 
35 40 45 

Asp Ala Pro Phe Ala Gly Gin Asn Trp Leu Lys Ser Tyr Gly Tyr Leu 
50 55 60 

Leu Pro Tyr Glu Ser Arg Ala Ser Ala Leu His Ser Gly Lys Ala Leu 
65 70 75 80 

Gin Ser Ala Val Ser Thr Met Gin Gin Phe Tyr Gly lie Pro Val Thr 
85 " 90 95 

Gly Val Leu Asp Gin Thr Thr He Glu Trp Met Lys Lys Pro Arg Cys 
100 105 110 

Gly Val Pro Asp His Pro His Leu Ser Arg Arg Arg Arg Asn Lys Arg 
115 120 125 

Tyr Ala Leu Thr Gly Gin Lys Trp Arg Gin Lys His He Thr Tyr Ser 
130 135 140 

He His Asn Tyr Thr Pro Lys Val Gly Glu Leu Asp Thr Arg Lys Ala 
145 150 155 160 

He Arg Gin Ala Phe Asp Val Trp Gin Lys Val Thr Pro Leu Thr Phe 
165 170 175 

Glu Glu Val Pro Tyr His Glu He Lys Ser Asp Arg Lys Glu Ala Asp 
180 185 190 
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He Met lie Phe Phe Ala Se'r Gty Phe His Gly Asp Ser Ser Pro Phe 
195 200 205 

Asp Gly Glu Gly Gly Phe Leu Ala His Ala Tyr Phe Pro Gly Pro Gly 
210 215 220 

He Gly Gly Asp Thr His Phe Asp Ser Asp Glu Pro Trp Thr Leu Gly 
225 230 235 240 

Asn Ala Asn His Asp Gly Asn Asp Leu Phe Leu Val Ala Val His Glu 
245 250 255 

Leu Gly His Ala Leu Gly Leu Glu His Ser Asn Asp Pro Ser Ala He 
260 265 270 

Met Ala Pro Phe Tyr Gin Tyr Met Glu Thr His Asn Phe Lys Leu Pro 
275 280 285 

Gin Asp Asp Leu Gin Gly He Gin Lys lie Tyr Gly Pro Pro Ala Glu 
290 295 300 

Pro Leu Glu Pro Thr Arg Pro Leu His Thr Leu Pro Val Arg Arg He 
305 310 315 320 

His Ser Pro Ser Glu Arg Lys His Glu Arg His Pro Arg Pro Pro Arg 
325 330 335 

Pro Pro Leu Gly Asp. Arg Pro Ser, Thr Pro Gly Ala Lys Pro Asn He 
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PCT/JP99/05350 



340 345 350 

Cys Asp Gly Asn Phe Asn Thr Val Ala Leu Phe Arg Gly Glu Met Phe 
355 360 365 

Val Phe Lys Asp Arg Trp Phe Trp Arg Leu Arg Asn Asn Arg Val Gin 
370 375 380 

Glu Gly Tyr Pro Met Gin lie Glu Gin Phe Trp Lys Gly Leu Pro Ala 
385 390 395 400 

Arg lie Asp Ala Ala Tyr Glu Arg Ala Asp Gly Arg Phe Val Phe Phe 
405 410 415 

Lys Gly Asp Lys Tyr Trp Val Phe Lys Glu Val Thr Val Glu Pro Gly 
_ 420 425 430 

Tyr Pro His Ser Leu Gly Glu Leu Gly Ser Cys Leu Pro Arg Glu Gly 
435 440 445 

He Asp Thr Ala Leu Arg Trp Glu Pro Val Gly Lys Thr Tyr Phe Phe 
450 455 460 

Lys Gly Glu Arg Tyr Trp Arg Tyr Ser Glu Glu Arg Arg Ala Thr Asp 
465 470 . 475 480 

Pro Gly Tyr Pro Lys Pro lie Thr Val Trp Lys Gly lie Pro Gin Ala 
485 490 495 
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Pro Gin Gly Ala Phe He Ser Lys Glu Gly Tyr Tyr Thr Tyr Phe Tyr 
500 505 510 

Lys Gly Arg Asp Tyr Trp Lys Phe Asp Asn Gin Lys Leu Ser Val Glu 
515 520 525 

Pro Gly Tyr Pro Arg Asn lie Leu Arg Asp Trp Met Gly Cys Lys Gin 
530 535 540 

Lys Glu Val Glu Arg Arg Lys Glu Arg Arg Leu Pro Gin Asp Asp Val 
545 550- 555 560 

Asp He Met Val Thr He Asp Asp Val Pro Gly Ser Val Asn Ala Val 
565 570 575 

Ala Val Val Val Pro Cys Thr Leu Ser Leu Cys Leu Leu Val Leu Leu 
580 585 590 

Tyr Thr He Phe Gin Phe Lys Asn Lys. Ala Gly Pro Gin Pro Val Thr 
595 600 605 

Tyr Tyr Lys Arg Pro Val Gin Glu Trp Val 
610 615 

<210> 6 

<2il> 645 

<212> PRT 

<213> Homo sapiens 
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<400> 6 

Met Pro Arg Ser Arg Gly Gly Arg Ala Ala Pro Gly Pro Pro Pro Pro 
1.5 10 15 

Pro Pro Pro Pro Gly Gin Ala Pro Arg Trp Ser Arg Trp Arg Val Pro 
20 25 30. 

Gly Arg Leu Leu Leu Leu Leu Leu Pro Ala Leu Cys Cys Leu Pro Gly 
35 40 45 

Ala Ala Arg Ala Ala Ala Ala Ala Ala Gly Ala Gly Asn Arg Ala Ala 
50 55 60 

Val Ala Val Ala Val Ala Arg Ala Asp Glu Ala Glu Ala Pro Phe Ala 
65 70 75 80 

Gly Gin Asn Trp Leu Lys Ser Tyr Gly Tyr Leu Leu Pro Tyr Asp Ser 
85 90 95 

Arg Ala Ser Ala Leu His Ser Ala Lys Ala Leu Gin Ser Ala Val Ser 
100 105 HO 

Thr Met Gin Gin Phe Tyr Gly He Pro Val Thr Gly Val Leu Asp Gin 
115 120 125 

Thr Thr lie Glu Trp Met Lys Lys Pro Arg Cys Gly Val Pro Asp His 
130 135 140 

Pro His Leu Ser Arg Arg Arg Arg Asn Lys Arg Tyr Ala Leu Thr Gly 
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145 



150 



155 



160 



Gin Lys-Trp Arg Gin Lys His He Thr Tyr Ser lie His Asn Tyr Thr 
165 170 175 



Pro Lys Val Gly Glu Leu Asp Thr Arg Lys Ala lie Arg Gin Ala Phe 
180 185 190 

Asp Val Trp Gin Lys Val Thr Pro Leu Thr Phe Glu GTu Val Pro Tyr 
195 200 205 

His Glu He Lys Ser Asp Arg Lys Glu Ala Asp He Met He Phe Phe- 
210 215 220 

Ala Ser Gly Phe His Gly Asp Ser Ser Pro Phe Asp Gly Glu Gly Gly 
225 230 235 240 

Phe Leu Ala His Ala Tyr Phe Pro Gly Pro Gly He Gly Gly Asp Thr 
245 250 255 

His Phe Asp Ser Asp Glu Pro Trp Thr Leu Gly Asn Ala Asn His Asp 
260 265 270 

Gly Asn Asp Leu Phe Leu Val Ala Val His Glu Leu Gly His Ala Leu 
275 280 285 

Gly Leu Glu His Ser Ser Asp Pro Ser Ala He Met Ala Pro Phe Tyr 
290 295 300 
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Gin Tyr Met Glu Thr His Asn Phe Lys Leu Pro Gin Asp Asp Leu Gin 
305 310 315 320 

Gly He Gin Lys He Tyr Gly Pro Pro Ala Glu Pro Leu Glu Pro Thr 
325 330 335 

Arg Pro Leu Pro Thr Leu Pro Val Arg Arg He His Ser Pro Ser Glu 
340 345 350 

Arg Lys His Glu Arg Gin Pro Arg Pro Pro Arg Pro Pro Leu Gly Asp 
355 360 365 

Arg Pro Ser Thr Pro Gly Thr Lys Pro Asn He Cys Asp Gly Asn Phe 
370 375 380 

Asn Thr Val Ala Leu Phe Arg Gly Glu Met Phe Val Phe Lys Asp Arg 
385 390 395 400 

Trp Phe Trp Arg Leu Arg Asn Asn Arg Val Gin Glu Gly Tyr Pro Met 
405 410 415 

Gin lie Glu Gin Phe Trp Lys Gly Leu Pro Ala Arg He Asp Ala Ala 
420 425 430 

Tyr Glu Arg Ala Asp Gly Arg Phe Val Phe Phe Lys Gly Asp Lys Tyr 
435 440 ' 445 

Trp Val Phe Lys Glu Val Thr Val Glu Pro Gly Tyr Pro His Ser Leu 
450 455 460 
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Gly Glu Leu Giy-Ser Cys Leu Pro Arg Glu Gly lie Asp Thr Ala Leu 
465 470 475 480 

Arg Trp Glu Pro Val Gly Lys Thr Tyr Phe Phe Lys Gly Glu Arg Tyr 
485 490 495 

Trp Arg Tyr Ser Glu Glu Arg Arg Ala Thr Asp Pro Gly Tyr Pro Lys 
500 505 510 

Pro He Thr Val Trp Lys Gly He Pro Gin Ala Pro Gin Gly Ala Phe 
515 .520 . 525 

He Ser Lys Glu Gly Tyr Tyr Thr Tyr Phe Tyr Lys Gly Arg Asp Tyr 
530 535 540 

Trp Lys Phe Asp Asn Gin Lys Leu Ser Val Glu Pro Gly Tyr Pro Arg 
545 . 550 555 560 

Asn He Leu Arg Asp Trp Met Gly Cys Asn Gin Lys Glu Val Glu Arg 
565 570 575 

Arg Lys Glu Arg Arg Leu Pro Gin Asp Asp Val Asp He Met Val Thr 
580 585 590 

He Asn Asp Val Pro Gly Ser Val Asn Ala Val Ala Val Val He Pro 
595 600 605 

Cys He Leu Ser Leu Cys He Leu Val Leu Val Tyr Thr He Phe Gin 
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610 



615 



620 



PCT/JP99/OS350 



Phe Lys Asn Lys Thr Gly Pro Gin Pro Val Thr Tyr Tyr Lys Arg Pro 
625 630 635 ' 640 

Val Gin Glu Trp Val 
645 

<210> 7 
<211> 4263 
<212> DNA 
<213> Mouse 

<220> 

<22l> CDS 

<222> (75).. (1928) 

<400> 7 

gcgggaggac ccggccggag ccgccgccgc cgccgccgcc atcgcagccg ggcggccggg 60 

cccccgccgc cggg atg ccg agg age egg ggc ggc cgc get gcg ccg ggc 110 
Met Pro Arg Ser Arg Gly Gly Arg Ala Ala Pro Gly 
1 5 10 

cag gec teg cgc tgg age ggc tgg egg gee ccg ggg egg ctg ctg ccg 158 
Gin Ala Ser Arg Trp Ser Gly Trp Arg Ala Pro Gly Arg Leu Leu Pro 
15 20 25 

ctg ctg ccc gcg etc tgc tgc etc gcg gcg gcg gcg ggg gee ggg aag 206 
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Leu Leu Pro Ala Leu Cys Cys Leu Ala Ala Ala Ala Gly Ala Gly Lys 
30 35 40 



ccg gcc ggg gcg gac gcg ccc ttc get ggg cag aac tgg tta aaa tea 
Pro Ala Gly Ala Asp Ala Pro Phe Ala Gly Gin Asn Trp Leu Lys Ser 
45 50 55 60 



254 



tat ggc tat ctg ctt ccc tat gag teg egg gca tct gcg ttg cat tct 
Tyr' Gly Tyr Leu Leu Pro Tyr Glu Ser Arg Ala Ser Ala Leu His Ser 
65 70 75 



302 



ggg aag gcc ttg cag tec gcg gtc tec act atg cag cag ttt tac ggg 350 
Gly Lys Ala Leu Gin Ser Ala Val Ser Thr Met Gin Gin Phe Tyr Gly 
80 85 90 

ate cca gtc ace ggt gtg ttg gat cag aca aca ate gag tgg atg aag 398 
He Pro Val Thr Gly Val Leu Asp Gin Thr Thr He Glu Trp Met Lys 
95 100 105 

aaa cct cga tgt ggc gtc cct gat cat ccc cac ttg age agg agg agg 446 
Lys Pro Arg Cys Gly Val Pro Asp His Pro His Leu Ser Arg Arg Arg 
110 115 120 

aga aat aag cga tat gcc eta act gga cag aag tgg agg cag aaa cac 494 
Arg Asn Lys Arg Tyr Ala Leu Thr Gly Gin Lys Trp Arg Gin Lys His 
125 130 . 135 140 

ate ace tac age att cac aat tat ace cca aag gtg ggt gag ctg gac 542 
lie Thr Tyr Ser lie His Asn Tyr Thr Pro Lys Val Gly Glu Leu Asp 
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145 150 155 

aca egg aag get att cgt cag get ttc gat gtg tgg cag aag gtg act 590 

Thr Arg Lys Ala He Arg Gin Ala Phe Asp Val Trp Gin Lys Val Thr 

160 165 170 



cca ctg acc ttt gaa gag gtg cca tac cat gag ate aaa agt gac egg 
Pro Leu Thr Phe Glu GIu Val Pro Tyr His Glu He Lys Ser Asp Arg 
175 180 185 



638 



aag gag gca gac ate atg ate ttc ttt get tct ggt ttc cat ggt gac 
Lys Glu Ala Asp He Met He Phe Phe Ala Ser Gly Phe His Gly Asp 
190 195 200 



686 



age tec cca ttt gat ggg gaa ggg gga ttc eta gec cat gee tac ttt 
Ser Ser Pro Phe Asp Gly Glu Gly Gly Phe Leu Ala His Ala Tyr Phe 
205 210 215 220 



734 



cct ggc cca ggg ate gga gga gac act cac ttt gat tea gat gaa ccc 
Pro Gly Pro Gly He Gly Gly Asp Thr His Phe Asp Ser Asp Glu Pro 
225 230 235 



782 



tgg acg eta gga aat gee aac cat gat ggc aat gac etc ttc ctg gtg 
Trp Thr Leu Gly Asn Ala Asn His Asp Gly Asn Asp Leu Phe Leu Val 
240 245 250 



830 



gee gtg cat gaa ctg ggc cat gca ctg ggc ttg gag cac tct aat gac 
Ala Val His Glu Leu Gly His Ala Leu Gly Leu Glu His Ser Asn Asp 
. 255 260 265 



878 
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ccc agt get ate atg get ccc ttc tac caa tac atg gag aca cac aac 
Pro Ser Ala lie Met Ala Pro Phe Tyr Gin Tyr Met Glu Thr His Asn 
270 275 280 



926 



ttc aag eta ccg cag gac gat etc cag ggc ate cag aag att tac gga 
Phe Lys Leu Pro Gin Asp Asp Leu Gin Gly He Gin Lys lie Tyr Gly 
285 290 295 300 



974 



ccc cca get gag cct ctg gag ccc aca agg ccc etc cat aca etc ccg 
Pro Pro Ala Glu Pro Leu Glu Pro Thr Arg Pro Leu His Thr Leu Pro 
305 310 315 



1022 



gtc cgc agg ate cac teg ccg tct gag agg aag cac gag egg cac cca 
Val Arg Arg He His Ser Pro Ser Glu Arg Lys His Glu Arg His Pro 
320 325 330 



1070 



agg ccc cca egg ccg ccc ctt ggg gac egg cca tec act cca ggt gee 
Arg Pro Pro Arg Pro Pro Leu Gly Asp Arg Pro Ser Thr Pro Gly Ala 
335 340. 345 



1118 



aaa ccc aac ate tgc gat ggc aac ttc aac aca gtg gee etc ttc cga. 
Lys Pro Asn He Cys Asp Gly Asn Phe Asn Thr Val Ala Leu Phe Arg 
350 355 360 



1166 



ggg gag atg ttt gtg ttc aag gat cgc tgg ttc tgg cgc ctg cgc aat 
Gly Glu Met Phe Val Phe Lys Asp Arg Trp Phe Trp Arg Leu Arg Asn 
365 370 375 380 



1214 
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aac egg gtg cag gaa ggc tac ccc atg cag ate gaa cag ttc tgg aag 1262 
Asn Arg Val Gin Glu Gly Tyr Pro Met Gin He Glu Gin Phe Trp Lys 
385 390 395 

ggc ctg ccc gec cgc ata gac gca gec tat gaa aga get gac ggg aga 1310 
Gly Leu Pro Ala Arg He Asp Ala Ala Tyr Glu Arg Ala Asp Gly Arg 
400 405 410 

ttc gtc ttc ttc aaa gga gac aag tac tgg. gtt ttc aaa gaa gtg acg 1358 
Phe Val Phe Phe Lys Gly Asp Lys Tyr Trp Val Phe Lys Glu Val Thr 
415 420 425 

gtg gaa cct ggg tac ccc cac age ttg ggg gag ctg gga age tgc ctg 1406 
Val Glu Pro Gly Tyr Pro His Ser Leu Gly Glu Leu Gly Ser Cys Leu 
430 435 • 440 

ccc cgt gaa gga att gac aca get ctg cgc tgg gaa cct gtg ggc aaa 1454 
Pro Arg Glu Gly He Asp Thr Ala Leu Arg Trp Glu Pro Val Gly Lys 
445 450 455 460 

acc tac ttc ttc aaa ggc gaa egg tac tgg cgc tac age gag gag egg 1502 
Thr Tyr Phe Phe Lys Gly Glu Arg Tyr Trp Arg Tyr Ser Glu Glu Arg 
465 470 475 

cga gec aca gac cct ggc tac ccc aag ccc ate acc gtg tgg aag ggc 1550 
Arg Ala Thr Asp Pro Gly Tyr Pro Lys Pro He Thr Val Trp Lys Gly 
480 485 490 

ate ccg cag get ccg caa ggg gee ttc ate age aag gaa gga tat tac 1598 
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He Pro Gin Ala Pro Gin Gly Ala Phe lie Ser Lys Glu Gly Tyr Tyr 

495 . 500 505 

acc tac ttc tac aaa ggc egg gac tac tgg aag ttt gac aac cag aaa 1646 

Thr Tyr Phe Tyr Lys Gly Arg Asp Tyr Trp Lys Phe Asp Asn Gin Lys 
510 515 520 

ctg age gtg gag cca ggc tac cca cgc aac ate ctg cgt gac tgg atg 1694 

Leu Ser Val Glu Pro Gly Tyr Pro Arg Asn lie Leu Arg Asp Trp Met 

525 530 535 540 



ggc tgc aag cag aag gag gta gag egg cgt aag gag egg agg ctg ccc 1742 
Gly Cys Lys Gin Lys Glu Val Glu Arg Arg Lys Glu Arg Arg Leu Pro 
545 550 555 

cag gat gat gtg gac ate atg gtg acc ate gat gac gtg cca ggc tct 1790 
Gin Asp Asp Val Asp He Met Val Thr He Asp Asp Val Pro Gly Ser 
560 565 570 

gtg aac get gtg get gtg gtt gtc ccc tgc aca ctg tec etc tgc etc 1838 
Val Asn Ala Val Ala Val Val Val Pro Cys Thr Leu Ser Leu Cys Leu 
575 580 585 

ctg gtg ctg etc tac act ate ttc caa ttc aag aac aag gcg ggt cct 1886 
Leu Val Leu Leu Tyr Thr He Phe Gin Phe Lys Asn Lys Ala Gly Pro 
590 595 600 

cag ccc gtc acc tac tat aag egg ccg gtc cag gag tgg gta 1928 
Gin Pro Val Thr Tyr Tyr Lys Arg Pro Val Gin Glu Trp Val 
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605 610 615 

tgagcagccc agagccctct ctgtctaccc ggtctggcca gccaggccct tcctcaccag 1988 

ggtctgaggg gcagctctag ccactgccca ctggggccag cagggctaag gcagggttcg 2048 

tgtgtagctg aagtggtggg tgcactggtc taggctgagt gcggggctgg gagtgatggt 2108 

ggctatgccc aggttgggta gctggcaccc agctgccagc cttctgtcct gggcagacct 2168 

ctctctactc aagggaatag gccaggccct gtcaggagtc aaggatggtg ccaggaggtg 2228 

cccctgaggt cattgcatcc tgtggtgtct gcaagatacc acagctccag tcctggctgg 2288 

gacccagccc tctgaggcaa gccagcacta gctctcaccc caccccaaga tgccaccaat 2348 

cccagtcccc tctgccaaca cctgctggtc agatgtcccc tcatccctac cctactatcc 2408 

tccaaggctg cagtgcccct gatgccaaca gagtgggcaa aagcctgggt ttcccctgct 2468 

agcccataga gagattcctc aggaaacctg ttccacccgt caggtctcct ctgagactca 2528 

gaacttaggg tcacatgctg caggcaaggc tgtggccagc tggatctcac aaggacccag 2588 

ctgtcatgtc gtgaatattt aaatgtcctg tcactactgt ttaaagtccc attttgcaaa 2648 

ggctacttga ggctttaggt cagctagagg tgactgtctt ggtgatgagg ccagtatggt 2708 

ggcccttccc cgggcactaa ggaccacggt gctgcaaagg ccactcgggc atcctgatac 2768 
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tagcgggcat cctgttcagg aggctcaaca gctacaggag ctgaccctgg ttctgggggc 2828 
ggatgcaagt ttgtgaccat tctctactcc ccctcattaa tgttgtcccc tgccctgctc 2888 
cagcctgtcc tctgtggcct gggggctcgg cctgactaca ggtaaagcag agaggattct^ 2948 
agagccaccc ttgtcatctt ctcagagtaa gggaccaggg cagcctttta agttctccat 3008 
ctacatcccc agtgaccctg aggcaactca gctccagcct ggagtcggtg tttgtgctcc 3068 
tatcttgacc ctggcagccc aggtct'ctgg gtccatcttc ctgcactgct cttaggaaaa 3128 
gggtcctctt cccagctggt agcagcccca ggctttgggg tttcccccaa ctccctaacc 3188 
caaactacct ttttgttgtt tgttttaacc tgaggccctt cttcacatct gacagttcct 3248 
aagtcttggt ttggcttgct ccaaaaccac tgggtgcaag tgtcactcac tggctctctg 3308 
ccaaacccaa cggtggtacg aggcggccat caaggtgcta gtgggtcaca gataccaact 3368 
ctgacctctg agcctgcatg ggctttgccc ctgccctgtg gtctctcgcc ctgtagcaca 3428 
gacagagact ctcgatgccc tgggagttgt tgagtaaaat ctcttgtccc agaagcacct 3488 
atgtgggtcc actgtgtccc atctcaccat tgtgttcttg ctcattttgg ccaagggcag 3548 
gctccctggg gcaggcgggg aacaactgca gagatttagt gattcatagg tttgtacagc 3608 
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gttttatact ttgcaaagca ctttattagc tcacagctgt ccactcacat gaaactcctg 3668 

taggctctga gagaggctga gggtagcact catcttaccc tcagatgaag cacaaggagg 3728 

tcttattatc tgcccctgcc atccaggtgg ccctggctgg gtcttgtgtc cccatcagtg 3788 

ggcccttcca gggtccaaga aaactgtctc ttctagtcct ctcctctggg cctccctccc 3848 

ccagtcccct ggtccctctc ctcaggttgg tgctcacttc ttgaaagctc taggccccgc 3908 

aggctccctg ttggctcctg gcattccaag gccagttgcg aaagagcagg ggatggaggc 3968 

aggcagccca ggctgcagat gtgagggaca cagggccggg cccagagagg gctcagccta 4028 

gaggcttcca atcttggatt cttctgcctg cggtcatctg tttgtccatc agcccaggtc 4088 

agagcagtca gaggggcaaa gtactggagc ccccagagct cagcttcccc tcggcctggg 4148 

tgacatcaca gcatctcagt gtcggtcaca ttttaaactg atcagccttt gtacaatgtt 4208 

ttttaaatca tttctaaata aaacagaaat acagtgttaa aaaaaaaaaa aaaaa 4263 

<210> 8 

<211> 2620 

<212> DNA 

<213> Homo sapiens 

<220> 
<221> CDS 
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<222> CO.. (1935) 



PCT/JP99/05350 



<400> 8 

atg ccg agg age egg ggc ggc cgc gee gcg ccg ggg ccg ccg ccg ccg 48 

Met Pro Arg Ser Arg Gly Gly Arg Ala Ala Pro Gly Pro Pro Pro Pro 

15 10 15 

ccg ccg ccg ccg ggc cag gec ccg cgc tgg age cgc tgg egg gtc cct 96 
Pro Pro Pro Pro Gly Gin Ala Pro Arg Trp Ser Arg Trp Arg Val Pro 
20 25 30 

ggg egg ctg ctg ctg ctg ctg ctg ccc gcg etc tgc tgc etc ccg ggc 144 
Gly Arg Leu Leu Leu Leu Leu Leu Pro Ala Leu Cys Cys Leu Pro Gly 
35 40 45 



gee gcg egg gcg gcg gcg gcg gcg gcg ggg gca ggg aac egg gca gcg 192 
Ala Ala Arg Ala Ala Ala Ala Ala Ala Gly Ala Gly Asn Arg Ala Ala 
50 55 60 

gtg gcg gtg gcg gtg gcg egg gcg gac gag gcg gag gcg ccc ttc gee 240 
Val Ala Val Ala Val Ala Arg Ala Asp Glu Ala Glu Ala Pro Phe Ala 
65 70 75 80 

ggg cag aac tgg tta aag tec tat ggc tat ctg ctt ccc tat gac tea 288 
Gly Gin Asn Trp Leu Lys Ser Tyr Gly Tyr Leu Leu Pro Tyr Asp Ser 
85 90 95 

egg gca tct gcg ctg cac tea gcg aag gee ttg cag teg gca gtc tec 336 
Arg Ala Ser Ala Leu His Ser Ala Lys Ala Leu Gin Ser Ala Val Ser 
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100 105 110 

act atg cag cag ttt tac ggg ate ccg gtc acc ggt gtg ttg gat cag 384 
Thr Met Gin Gin Phe Tyr Gly lie Pro Val Thr Gly Val Leu Asp Gin 
115 120 125 

aca acg ate gag tgg atg aag aaa ccc cga tgt ggt gtc cct gat cac 432 
Thr Thr lie Glu Trp Met Lys Lys Pro Arg Cys Gly Val Pro Asp His 
130 135 140 

ccc cac tta age cgt agg egg aga aac aag cgc tat gec ctg act gga 480 
Pro His Leu Ser Arg Arg Arg Arg Asn Lys Arg Tyr Ala Leu Thr Gly 
145 150 155 160 

cag aag tgg agg caa aaa cac ate acc tac age att cac aac tat acc 528 
Gin Lys Trp Arg Gin Lys His He Thr Tyr Ser He His Asn Tyr Thr 
165 170 175 

gtg ggt gag eta gac acg egg aaa get att cgc cag get ttc 576 
Val Gly Glu Leu Asp Thr Arg Lys Ala He Arg Gin Ala Phe 
180 185 190 

gat gtg tgg cag aag gtg acc cca ctg acc ttt gaa gag gtg cca tac 624 
Asp Val Trp Gin Lys Val Thr Pro Leu Thr Phe Glu Glu Val Pro Tyr 
195 200 205 

cat gag ate aaa agt gac egg aag gag gca gac ate atg ate ttt ttt 672 
His Glu He Lys Ser Asp Arg Lys Glu Ala Asp He Met He Phe Phe 
210 215 220 
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get tct ggt ttc cat ggc gac age tec cca ttt gat gga gaa ggg gga- 
Ala Ser Gly Phe His Gly Asp Ser Ser Pro Phe Asp Gly Glu Gly Gly 
225 230 235 240 



720 



ttc ctg gec cat gec tac ttc cct ggc cca ggg att gga gga gac acc 
Phe Leu Ala His Ala Tyr Phe Pro Gly Pro Gly lie Gly Gly Asp Thr 
245 250 255 



768 



cac ttt gac tec gat gag cca tgg acg eta gga aac gec aac cat gac 
His Phe Asp Ser Asp Glu Pro Trp Thr Leu Gly Asn Ala Asn His Asp 
260 265 270 



816 



ggg aac gac etc ttc ctg gtg get gtg cat gag ctg ggc cac gcg ctg 864 
Gly Asn Asp Leu Phe Leu Val Ala Val His Glu Leu Gly His Ala Leu 
275 280 285 



gga ctg gag cac tec age gac ccc age gee ate atg gcg ccc ttc tac 
Gly Leu Glu His Ser Ser Asp Pro Ser Ala He Met Ala Pro Phe Tyr 
290 295 300 



912 



cag tac atg gag acg cac aac ttc aag ctg ccc cag gac gat etc cag 
Gin Tyr Met Glu Thr His Asn Phe Lys Leu Pro Gin Asp Asp Leu Gin 
305 310 315 320 



960 



ggc ate cag aag ate tat gga ccc cca gee gag cct ctg gag ccc aca 
Gly lie Gin Lys He Tyr Gly Pro Pro Ala Glu Pro Leu Glu Pro Thr 
325 330 335 



1008 
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agg cca etc cct aca etc ccc gtc cgc agg ate cac tea cca teg gag 
Arg Pro Leu Pro Thr Leu Pro Val Arg Arg He His Ser Pro Ser Glu 
340 345 350 

agg aaa cac gag cgc cag ccc agg ccc cct egg ccg ccc etc ggg gac 
Arg Lys His Glu Arg Gin Pro Arg Pro Pro Arg Pro Pro Leu Gly Asp 
355 360 365 

egg cca tec aca cca ggc acc aaa ccc aac ate tgt 1 gac ggc aac ttc 
Arg Pro Ser Thr Pro Gly Thr Lys Pro Asn He Cys Asp Gly Asn Phe 
370 375 380 

aac aca gtg gee etc ttc egg ggc gag atg ttt gtc ttt aag gat cgc 
Asn Thr Val Ala Leu Phe Arg Gly Glu Met Phe Val Phe Lys Asp Arg 
385 390 395 400 

tgg ttc tgg cgt ctg cgc aat aac cga gtg cag gag ggc tac ccc atg 
Trp Phe Trp Arg Leu Arg Asn Asn Arg Val Gin Glu Gly Tyr Pro Met 
. 405 410 415 

cag. ate gag cag ttc tgg aag ggc ctg cct. gec cgc ate gac gca gec 
Gin He Glu Gin Phe Trp Lys Gly Leu Pro Ala Arg He Asp Ala Ala. 
420 425 430 



1056 



1104 



1152 



1200 



1248 



1296 



tat gaa agg gec gat ggg aga ttt gtc ttc ttc aaa ggt gac aag tat 
Tyr Glu Arg Ala Asp Gly Arg Phe Val Phe Phe Lys Gly Asp Lys Tyr 
435 440 445 

tgg gtg ttt aag gag gtg acg gtg gag cct ggg tac ccc cac age ctg 
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Trp Val Phe Lys Glu Val Thr Val Glu Pro Gly Tyr Pro His Ser Leu 
450 455 ' 460 



1440 



1488 



1536 



1584 



ggg gag ctg ggc age tgt ttg ccc cgt gaa ggc ait gac aca get ctg 
Gly Glu Leu Gly Ser Cys Leu Pro Arg Glu Gly He Asp Thr Ala Leu 
465 470 475 480 

cgc tgg gaa cct gtg ggc aag acc tac ttt ttc aaa ggc gag egg tac 
Arg Trp Glu Pro Val Gly Lys Thr Tyr Phe Phe Lys Gly Glu Arg Tyr 
485 490 495 

tgg cgc tac age gag gag egg egg gec acg gac cct ggc tac cct aag 
Trp Arg Tyr Ser Glu Glu Arg Arg Ala Thr Asp Pro Gly Tyr Pro Lys 
500 505 510 

ccc ate acc gtg tgg aag ggc ate cca cag get ccc caa gga gee ttc 
Pro He Thr Val Trp Lys Gly He Pro Gin Ala Pro Gin Gly Ala Phe 
515 520 525 

ate age aag gaa gga tat tac acc tat ttc tac aag ggc egg gac tac 
He Ser Lys Glu Gly Tyr Tyr Thr Tyr Phe Tyr Lys Gly Arg Asp Tyr 
530 535 540 

tgg aag ttt gac aac cag aaa ctg age gtg gag cca ggc tac ccg cgc 
Trp Lys Phe Asp Asn Gin Lys Leu Ser Val Glu Pro Gly Tyr Pro Arg 
545 550 . 555 560 



aac ate ctg cgt gac tgg atg ggc tgc aac cag aag gag gtg gag egg 1728 
Asn lie Leu Arg Asp Trp Met Gly Cys Asn Gin Lys Glu Val Glu Arg 



1632 



1680 



45/61 



WO 00/18805 



PCT/JP99/053S0 



565 570 575 

egg aag gag egg egg ctg ccc cag gac gac gtg gac ate atg gtg ace 1776 
Arg Lys Glu Arg Arg Leu Pro Gin Asp Asp Val Asp He Met Val Thr 
580 585 590 

ate aac gat gtg ccg ggc tec gtg aac gee gtg gee gtg gtc ate ccc 1824 
He Asn Asp Val Pro Gly Ser Val Asn Ala Val Ala Val Val He Pro 
595 600 . 605 

tgc ate ctg tec etc tgc ate ctg gtg ctg gtc tac ace ate ttc cag 1872 
Cys He Leu Ser Leu Cys He Leu Val Leu Val Tyr Thr He Phe Gin 
610 615 620 

ttc aag aac aag aca ggc cct cag cct gtc ace tac tat aag egg cca 1920 
Phe Lys Asn Lys Thr Gly Pro Gin Pro Val Thr Tyr Tyr Lys Arg Pro 
625 630 635 640 

gtc cag gaa tgg gtg tgagcagccc agagccctct ctatccactt ggtctggcca 1975 
Val Gin Glu Trp Val 
645 

gccaggccct tcctcaccag ggtctgaggg gcagctctgg ccagtgctca ccagggccag 2035 
cagggcccta ggctggggtc gtacagctga agttgtgggt geattggect aggctgagcg 2095 
tggggcaggg aattatgggg gctgtgccca gggtgggtgt ctggcaccca gcigccagcc 2155 
^ttctgtcctg ggcaaactac tccctactta agggaatagg ccaggctcca teeggaggea 2215 
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gggaccatgc caggaggagc ccctgtggtc acggcatcct gtggtgtcca tgaggtacca 2275 
cagctccact cctggctgga acccggcacc ctctgtggga agccagcact agctctcatc 2335 
ccccatccgg gagataccac cagtcctggt ccccttttgc caacacctgc tggtcagatg 2395 
tccccctacc cccaccccac tgtcctccaa ggctacagga cccctgcttc tgacacagtg 2455 
agcaacaagc ctgggtttcc ctgctggcag acggcagatc cctcaggaaa cctgctccac 2515 
ttgtcagggt ctcttcggag acccaggatt tagggtcaca tgctgcaggc agggctgtgg 2575 
cccagctggg tctgacaagg acccgtgtca catcgtgaat attta 2620 

<210> 9 

<211> 21 

<212> DNA 

<213> Homo sapiens 

<400> 9 

ggttcctctt gttccacttg g 21 

<210> 10 
<211> 35 
<212> DNA 
<213> Homo sapiens 
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<400> 10 

gtaggaattc gggttgtagg gaggtcgaca ttgcc 

<210> 11 
<211> 23 
<212> DNA 
<213> Homo sapiens 

<400> 11 

ggcaatgtcg acctccctac aac 

<210> 12 

<211> 22 

<212> DNA 

<213> Homo sapiens 

<400> 12 

ggagctgtct aaggccatca ca 

<210> 13 
<211> 23 
<212> DNA 
<213> Homo sapiens 

<400> 13 

ctccctacaa cccgaattcc tac 

<210> 14 
<211> 20 
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35 



WO 00/18805 

<2l2f DNA 

<213> Homo sapiens 



PCT/JP99/05350 



<400> 14 

cttgtgggca gatagggggc 2( 

<210> 15 
<211> 21 
<212> D N A 
<213> Homo sapiens 

<400> 15 

cgcgccgagg acctcagcct g 2 

<210> 16 
<211> 21 
<212> DNA 
<213> Homo sapiens 

<400> 16 

ggttcctctt gttccacttg g 2 

<210> 17 
<211> 2295 
<212> DNA 

<213> Homo sapiens 
<400> 17 

aagagacaag aggtgccttg tgggcagata gggggctggg agggggcctg cccggaagca 60 
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gtggtggccc gtggcaggct tctcactggg taggaccggg ccctctgttg caccccctca 120 
ccctgctctc tgccctcagg agtggctaag caggttcggt tacctgcccc cggctgaccc 180 
cacaacaggg cagctgcaga cgcaagagga gctgtctaag gccatcacag ccatgcagca 240 
gtttggtggc ctggaggcca ccggcatcct ggacgaggcc accctggccc tgatgaaaac 300 
cccacgctgc tccctgccag acctccctgt cctgacccag gctcgcagga gacgccaggc 360 
tccagccccc accaagtgga acaagaggaa cctgtcgtgg agggtccgga cgttcccacg 420 
ggactcacca ctggggcacg acacggtgcg tgcactcatg tactacgccc tcaaggtctg 480 
gagcgacatt gcgcccctga acttccacga ggtggcgggc agcaccgccg acatccagat 540 
cgacttctcc aaggccgacc ataacgacgg ctaccccttc gacgcccggc ggcaccgtgc 600 
ccacgccttc ttccccggcc accaccacac cgccgggtac acccacttta acgatgacga 660 
ggcctggacc ttccgctcct cggatgccca cgggatggac ctgtttgcag tggctgtcca 720 
cgagtttggc cacgccattg ggttaagcca tgtggccgct gcacactcca tcatgcggcc 780 
gtactaccag ggcccggtgg gtgacccgct gcgctacggg ctcccctacg aggacaaggt 840 
gcgcgtctgg cagctgtacg gtgtgcggga gtctgtgtct cccacggcgc agcccgagga 900 
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gcctcccctg ctgccggagc ccccagacaa ccggtccagc gccccgccca ggaaggacgt 960 

gccccacaga tgcagcactc actttgacgc ggtggcccag atccggggtg aagctttctt 1020 

cttcaaaggc aagtacttct ggcggctgac gcgggaccgg cacctggtgt ccctgcagcc 1080 

ggcacagatg caccgcttct ggcggggcct gccgctgcac ctggacagcg tggacgccgt 1140 

gtacgagcgc accagcgacc acaagatcgt cttctttaaa ggagacaggt actgggtgtt 1200 

caaggacaat aacgtagagg aaggataccc gcgccccgtc tccgacttca gcctcccgcc 1260 

tggcggcatc gacgctgcct tctcctgggc ccacaatgac aggacttatt tctttaagga 1320 

ccagctgtac tggcgctacg atgaccacac gaggcacatg gaccccggct accccgccca 1380 

gagccccctg tggaggggtg tccccagcac gctggacgac gccatgcgct ggtccgacgg 1440 

tgcctcctac ttcttccgtg gccaggagta ctggaaagtg ctggatggcg agctggaggt 1500 

ggcacccggg tacccacagt ccacggcccg ggactggctg gtgtgtggag actcacaggc 1560 

cgatggatct gtggctgcgg gcgtggacgc ggcagagggg ccccgcgccc ctccaggaca 1620 

acatgaccag agccgctcgg aggacggtta cgaggtctgc tcatgcacct ctggggcatc 1680 

ctctcccccg ggggccccag gcccactggt ggctgccacc atgctgctgc tgctgccgcc 1740 

actgtcacca ggcgccctgt ggacagcggc ccaggccctg acgctatgac acacagcgcg 1800 
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agcccatgag aggacagagg cggtgggaca gcctggccac agagggcaag gactgtgccg 1860 

gagtccctgg gggaggtgct ggcgcgggat gaggacgggc caccctggca ccggaaggcc 1920 

agcagagggc acggcccgcc agggctgggc aggctcaggt ggcaaggacg gagctgtccc 1980 

ctagtgaggg actgtgttga ctgacgagcc gaggggtggc cgctccagaa gggtgcccag 2040 

tcaggccgca ccgccgccag cctcctccgg ccctggaggg agcatctcgg gctgggggcc 2100 

cacccctctc tgtgccggcg ccaccaaccc cacccacact gctgcctggt gctcccgccg 2160 

gcccacaggg cctccgtccc caggtcccca gtggggcagc cctccccaca gacgagcccc 2220 

ccacatggtg ccgcggcacg tcccccctgt gacgcgttcc agaccaacat gacctctccc 2280 

tgctttgtag cggcc 2295 

<210> 18 
<2U> 4014 
<212> DNA 

<213> Homo sapiens 
<220> 

<221> exon 

<222> (3148).. (3280) 
<220> 
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<221> exon 

<222> (3564).. (3633) 

<400> 13 

ttctgttggg gtgtccctgg caaactagga 
aagacggccc ctcccaggat gcctagcctg 
tcgtgttagg taggaggcac ccaccagccc 
cgatgccatt ctatgctcaa attccagtgc 
tatcatgggc ggggctgcct gtcccgggct 
gcaggctggc cgctcacacc tgcaactaaa 
cacagccact gggagtgctg cctgccaggc 
ctcgtggcca ggctgcccag ctccctgggg 
cgtgaacccc acagagtaaa tgggccactc 
tagacgggaa ggctgggggg tgagttgtcc 
acccaggcag cagctggcct gggtgggaaa 
gagggggcag ggggtcatca tccaatatca. 
cctggaggag gtgacaggct attgtaacca 
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agtggttccc accctctcac tccagccccc 60 

agatttgggg cacarcccct gagcacaaac 120 

tgccccacag acccaccacc ccccaagatt 180 

ctcctggggc cacaggcgac agtgcctglt 240 

ggtgccgggg ccctggttct atgagttgaa 300 

ccacctgctt ccaaacattg ggcaacattc 360 

ccggctccac tttcctgaaa tgcatgtggc 420 

accagagtgg ggggtgcccc aaaccgccac 480 

agtgcagcta ccagccatga cctcagctta 540 

tcccaagggg tctcagcacc tgctggccca 600 

ggcacctgcc tgtgtggacc cttccctggt 660 

tagatgatgt gaggaaactc cagagtgctt 720 

tgaggcacag tggccctgtt gagctgtgat 780 
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cttaacaaag gactaaaaag tgcagaatgt 
tgactgatca tgggacaccc tcagtaaacc 
gctcggggcc aaagatcccc acaccctgga 
caaggccaag gctgtcaccc ccaaggcccc 
cgtccacttt gacgtcctgt cgtgcctata 
ctcttggctt ccccaagggg ctgaggggct 
taaaggcaca gaggggggcc ccgggaagga 
gtgtgcagat cccatgtagt gtcttgtgag 
atgcccctgg gacttccagg atggtggtgc 
gggcaggagg gttggccagg accaccccat 
cccagcaggt ggcataawtg agtcacaagc 
tttaggattt ctttaaaaag ttatgttttt 
catgaaacta ctagtattta ttttaaatca 
atttggccaa tgaatacatg agaggtggta 
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gctgatgggc atctccagca cctacagcgg. 840 
ctgcaggtgc aaggtagtgt gggaccggat 900 
ggtcagggcg gaagtgggag gccagcttgt 960 
tccagagaag ctgcccaccc cagtcatgaa 1020 
gctttggagg ggcccccagt tctgtacaca 1080 
gggctgggtc agtagggttt ggaaaggggg 1140 
ctcagtgctt cctggaaggg gaatctcggg 1200 
gcccctcctg gccagcacgs cctgttgctg 1260 
ctcattccct ctgagcactg cctgctgkgt 1320 
caccagctcc. tgcagaccag aacctggagg 1380 
attttctttt ttctttttcc tttttttttt 1440 
ttcatttatg cattttttta ggttaagcca 1500 
gaaatggtca aaaatgggca ctttcatatg 1560 
aataatagcg attcacaagc attttctaaa 1620 
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tgtccaggga aaaaaaaaag acaggtttgc aggcagggca gagcccccag cacatcaccc 1680 

ctggcttgta cctttctgga gcccgcctca cccctgctgt ggttccctgg gctggcgagt 1740 

atccacaggg cagagcagca gcttcatggc agcctgcaag tgggcacagg cgccatttgg 1800 

cggttgaaga aactgaagct aggggtggag gtagccccca cagatggcac ccaggcctgc 1860 

catccccagg tccccacgat ggcacccagg tccccacaga tggcatccag gcccccctgt 1920 

ccccagggcc cctccagggt agcagagatg actggggcat ggggccaggg cttgatttat 1980 

gcccaggtta aagggctgcc ctcattcctg ctcctactca gctccggtgt gggtagcctt 2040 

gcacccaccc cagtgggccc ttcagagcag agctgtcccc tgcgccaggt gctggtgtga 2100 

acattttcca cgtcctggct cacgtcctca tcaccagcct gccaaggact ctgaggaagg 2160 

agcccagagg ggtggactgc cttgccccag gcacacagcg gggaggtggc tgagtgggat 2220 

ttgaacctag gcagcctggc tggaacctgg cttttgtttc tgagacaggg tctcgctctg 2280 

ttgcagacac agtctgcaac tcctgtgctc aaacgatcct cccgcctcag cctcccaaag 2340 

tgctgggatc tcaggcataa gccacagcac cggccaagcc tgggctctta tctcccccat 2400 

gaatgta..,\g catggcccaa uccttaaac tggtgtctga gccacagcct ttc.cagctg 2460 

gggtcccaga ccttggatgc tagacttccc tgtcacaagt cagctgagag cctgcatttg 2520 
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acactggcca catttaagag ccttttgaag gttccctagc atmgcggt ctcaggaggc 2580 
g.tggggtggg gcagggttgc catgagtggt tgtacaggtc gtgcacggca caagctcaca 2640 
ccatctaagg gacatcagat ttatttattt attcattttt tagatggagt cttgctctgt 2700 
cgcccaggct ggagtgcagt ggcacgatct cggctcactg caagctccgc ctcctgggtt 2760 
cccaccactc tcctgcytca gcctcccgag tagctgggac tacaggcacc tgccaccaca 2820 
cccggctaat tttttgtatt tttagtagag acggggtttc accatattag ctaggatggt 2880 
ctccatctcc tgacctcatg atccgcctgc ctcggcctcc caaactgctg ggattacagg 2940 
cgtgagccac agcacccggc cagggacatc aggtttatta agacactttt ccggcagctg 3000 
cccagggaag agacagagag gtgccttgtg ggcagatagg gggctgggag ggggcctgcc 3060 
cggaagcagt gttggcccgt ggcaggcttc tcactgggta ggaccgggcc ctctgttgca 3120 
ccccctcacc ctgctctctg ccctcaggag tggctaagca ggttcggtta cctgcccccg 3180 
gbtgacccca caacagggca gctgcagacg caagaggagc tgtctaaggc catcacagcc 3240 
atgcagcagt ttkgtggcct ggaggchacc ggcatcctgg gtcagttctc cagggggcag 3300 
cgggagcgcc gtgscccccg tcaggtctgc gcccgtcggc catgccccct ctgatcaggc 3360 
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acagtcccgt cttatgcttg aatgaacctg ggtcctggcc tggtgtagct cagagcctgg 3420 
ggctggtccc ccaaagatga cgtgggagga gggsgcggct cggaggctgg tgccagagtc 3480 
aggctcccgc ccttggggat gctcgggatc ctagggtggg gagtgagctg ggctaggctc 3540 
tgagctccat gctttccctg cagacgaggc caccttggcc ctgatgaaaa ccccacgctg 3600 
ctccctgcca gacctcccct gtcctgaccm caggtctcgc agggagacgc acaggtctcm 3660 
cagcccccmm mcaagtggac acagagagga acctgtcgtg gaggtgggtg cgtggccagg 3720 
gtgaggagcg gggcctccgt ggaggtggsc gcgtggccag ggtgaggaac ggggtctccg 3780 
tggaggtggg cgcgtggcca gggtggggaa cggggtctcc gtggaggcgg gtgcgtggcc 3840 
agggtgagga acagggtctc cgtggaggtg ggcgcgtggc cagggtgggg aacggggtct 3900 
ccgtggaggc gggtgcgtgg ccagggtgag gagtggggcc cccatgtctc cgtgtctggg 3960 
cctgctgtag atatcaagct tatcgatacc gtcgacctcg agggggghcc gtac 4014 



<210> 19 

<211> 21 

<212> D N A 

<213> Homo sapiens 

<400> 19 
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aatctcccat cggccctttc a 

<210> 20 
<211> 20 
<212> D N A 
<213> Homo sapiens 

<400> 20 

atgcacggcc accaggaaga 

<2i0> 21 
<211> 20 
<212> DNA 
<213> Homo sapiens 

<400> 21 

ggatcagaca acgatcgagt 

<210> 22 
<211> 20 
<212> DNA 
<213> Homo sapiens 

<400> 22 

cagcttgaag ttgtgcgtct 

<210> 23 
<2il> 17 
<212> PRT 
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<213> Artificial Sequence 
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<220> 

<221> PEPTIDE 

<222> 1 

<223> partial amino acid sequence of MT5-MMP, Xaa=N a -acetylproline 

<400> 23 

Xaa Val Thr Gly Val Leu Asp Gin Thr Thr He Glu Trp Met Lys Lys 
1 5 10 15 

Cys 

<210> 24 
<211> 19 
<212> PRT 

<213> Artificial Sequence 
<220> 

<221> PEPTIDE 
<222> 1 

<223> partial amino acid sequence of MT5-MMP, Xaa=N a -acetylhistidine 
<400> 23 

Xaa Giu lie Lys Ser Asp Arg Lys Glu Ala Asp He Met lie Phe Phe 
15 10 15 

Ala Ser Cys 
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<210>. 25 
<211> 18 
<212> PRT 

<213> Artificial Sequence 
<220> 

<221> PEPTIDE 
<222> 1 . 

<223> partial amino acid sequence of MT5-MMP, Xaa=N"-acetylleucine 
<400> 25 

Xaa Pro Val Arg Arg He ffis Ser Pro Ser Glu Arg Lys His Glu Arg 
1 5 10 15 

Gin Cys 

<210> 26 

<211> 17 

<212> PRT 

<213> Artificial Sequence 
<220> 

<221> PEPTIDE 

<223> partial amino acid sequence of MT5-MMP 

<400> 26 

Cys Asn Gin Lys Glu Val Glu Arg Arg Lys Glu Arg Arg Leu Pro Gin 
1 5 10 15 
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Asp 

<210> 27 
<211> 20 
<212> PRT 

<213> Artificial Sequence 
<220> 

<221> PEPTIDE 

<223> partial amino acid sequence of MT5-MMP 
<400> 27 

Cys Asn Lys Thr Gly Pro Gin Pro Val Thr Tyr Tyr Lys Arg Pro Val 
1 5 10 15 

Gin Glu Trp Val 
20 

<210> 28 
<211> 8 
<212> PRT 

<213> Artificial Sequence 
<220> 

<221> PEPTIDE 
<223> FLAG epitope 

<400> 28 

Asp Tyr Lys Asp Asp Asp Asp Lys 
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